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(57) Abstract: It is intended to provide preventives or remedies for arthritis, cartilage protecting agents, joint destruction inhibitors 
and synovial proliferation inhibitors which contain as the active ingredient an anti-EGF-8 neutralizing antibody; diagnostics for 
arthritis which contain as the active ingredient an anti-EGF-8 antibody; and a method of judging arthritis by using the antibody. 
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mmm 

s tt^h»jy^^ ^cDiffits^i**i^$ij^u mm^hvv&x® 

ttt?s b«U«*»2i«l6ft^fc*4#«i:-r4#H«S^«lJfeTf»* (ManekM. J. 
and Lane N. E., Am. Fam. Physician, 61, 1795-1804, 2000) 
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tcmmmkm {&mm^m mxmwz imm iz&^x, mm 

U^rV— h*teK&hTZin>V ^^T-MiP&totlT^Z 78, 3553-3558, 

mih$k, 1996) o ^ttsfe^t^v^-c^ ^«j3«fcrf^©i^*©fc«>K:s m 
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(Creamer P., J. Rheum., 20, 1461-1464, 1993 N Arthritis Rheum., |3, 
1905-1915, 2000) c £fcs HS^&^s HrWbffi* AxHgpgm^©^^ 

^n;i/t^->^^t)ti-CV^S 0£*lfnj££$i U£^# ^#1^ 1989 

%o £fcs FGF77^ V-lzmmmi£±&\). FGF-2 (basic FGF) ^FGF-1 ( 
acidic FGF) &ifi& tiT^Z,, m&mm*m&£XlZ 7mM&m£tl 

FGF _ 8{i N T> h*P^i>M#ii5SS^ (AIGF) fcbt\ >flc#l$ti5i 
£^T^*?L^ififflI&lfcSC-3 (Nakamura N. et al., J. Steroid Biochem., 27, 
459-464, 1987) 0ig#±?f «3#^^tLfeH^T»s T> h'P^x>|iJtfc«t t) 

Tanaka A. et al., Proc. Natl. Acad. Sci. USA, 89, 8928-8932, 1992) 0 FGF- 

Tanaka A. et al., FEBS Lett., 363, 226-230, 1995) 0 FGF-8&FGF U -fc — 

-2111c, FGF U -fe 7$ 3IIIc s FGF 1/ -fe 7°^ 4© 3l01/-fe^- Jc^T 

3££##^£*iT^a (Ornitz D. M. et al.., J. Biol. Chem., 271, 15292- 
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15297, 1996) .„ FGF©ftM§fc»$'>7 s :& >&£©JBIM^^ >«t7Pf 

* VfcCJjg^&^qMOf&So ^7>«J:0^iFG F 

^##j§?£;ft3<r fflUfS^ h U y ^ FGF#3t^8bTs -£(£>r5t££ 

#§3?-T §m^tit^^o £ &FGF-2© J: 5 VMM$f£H^£*a W £ 

tlTV^ (SatohH. et al., J. Biol. Chem., 273, 12307-12315, 1998) <, f;fc 

mmfc-ztemmmm, m&mm#&vB:Xvfz&mMm&mh <?si^;i/©fgf-i 

4>FGF-2£-£rfc&b (Sano H. et al., J. Cell Biol., 110, 1417-1426, 1990. 
Remmers E. F., Growth factors, 2, 179-188, 1990) . U t> ^^m^CDMffiWL* 
©FGF-2ilJg&s mW&^^^T^ (Manabe N. et al., Rheumatology, 38, 
714-720, 1999) o FGF-2{i^ttl8g5#t:*5^^#W^^M-^bT ( 
UchinoM. et al., Clin. Orthop., 377, 119-125, 2000) 0 £n£><D#^&FGF- 
l^FGF-2#KfmfcSS#-r££££^bTV^o 

FGF-8^ v>77t> h x^X£fflV^fR^T-f£s FGF-8#Hgi5©3§£l£Pgfc:f&3ib 
TV^ (Haraguchi R. et al., Development, 127, 2471-2479, 2000; 
Lewandoski M. et al., Nat. Genet., 26, 460-463, 2000) tZtiZtiK FGF-8© 

^ipj&wt© (i) ~ (5i) ^iitt-r^o 

(1) FGF-8£^fHft«lirU m-8(Dft&*mmT%ttfe%^i : ®)1&fi-£^X^ 

(2) FGF-8^#^Btlfc^bs m-8(D^^m.mT^m^^ ^Si?u—i-JV 
#ifoX>$>Z>zh*<&WLhTZ> (1) IB»©E^o 

ck^ti,e>©^#:iTM-^^M«n^tn;^fe^ (2) IBmoE^o 
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(4) >W ZfV h*— T* 5 . ;vf :/U K— VKM1334 (FERM BP-5451) (3) 

f3«&®Ell£o 

(5) fcMbfcirffc^ b.hM^^^^^feiit: h^ffiffitt^M^ (CDR) 

mt-e&z O) i Bagnio 

(6) thfi^5jfi*#s FGF-8£#fH$£J©1§iU FGF-8cDr£t££PlS-r£^& 
y ^ n -^ ;1/ ^CDirb^mMRT^^ (VH) ^ck^irC^^RT^^ (VL) N & 

fet^tt hm^oirt^fiM^^ (ch) &&vmtemmfei%m.Wi, (cd 

3t bM^^£vf£"efe& (5) fmvWMo 

(7) fc b^^iftfl^s J^TCD (a) ~ (c) <D^?nti>(Dt hM^^iru 

(6) fB«Ogmo 

(b) VL^lB^J#-#6T*^^tL^T^y^lB^J^^tft hS^r^^Kft 

(8) fc hM^^ini#:^Stem#KM3034 (FERM BP-7836) ^4ltl.bhM 
^^inrfrt?fc£ (7) IB«g©IM^o 

(9) thMCDR^*!^^ FGF-8£^JH$fcr^£rU FGF-8©?S44£PlWr 3^ 
y^O-^^^VH^^^VLCDCDR^^^^t h^©CH:fcckt>*CL£^frt 
CDRi^TO#T$)^ (5) f3«g©g^o 

(10) t bSCDR^teiri^* s s FGF-8^#^eUt^bs FGF-8©rStt£Pl^lT3 ; & 

^ (fr) s tezzrizt httfo(Dcm&miti>zte%t hmcdmmfri&r*&& o 

(11) t hMCDR#*ttri#:* s x feTF© (a) ~ (c) CD^Ttift*© t hMCDR^fit 
Jn;#:trfe^ (9) (10) IBig©E^o 

(a) vhcdcdrIs cm^^mdn^n^nmmm^ i s s^t^-e^na 

(b) VLOCDRls CDR243J;tKGDR3^s ^n^niB^J##10. 1143 &m2X*^$tl 

(c) VHCDCDRls CDR2:fcJ;WDR3#^itWI2?!J#-^7, 8 43 <£t>* 9 
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T^ymW&Sfrs froVLCDCDRl, CDR2:feJ;OT)R3#. -^tb^ftlSSW-iflO, 

(12) fc hMCDR^»vffc#, WT© (a) ~ (c) (D^TtiiMDt hSCDE^H 

m^-efe§ O) (io) ia®©gmo 

(a) VH*s@3^J#-^18T*^^tl^T^y^iE^J©o*>. 12#g©Lys, 13#S© 
Lys, 40#g©Ala, 41#B©Pro, 48#B<DMet, 68#B©Val, 70#B©Ile, 74 
#B©Thr, 76#@<DThr, 82#B<E>Glu, 84#@<£>Ser, 87#S©Arg*5 £t>*95#g 

(b) VL*«iB5!l#^19-e^^n*7 > ^yffiBB5!l©"5^N 2#g©Ile, 3#g© 
Val, 14#acDThr. 15#B©Pro, 50#B<DGln, 51#a©Leu^«fctf92#B©Tyr 
3b»6»tfn*il>J5i< loJ^_h(D7'^y^a** s flfe©T^y^a*{cSm^ti 

(c) VH*siS^J#^18T'^^n?)T^y^lB^J©a^s 12#@©Lys, 13#B© 
Lys, 40#B<DAla. 41#B©Pro, 48#@©Met, 68#g©Val, 70#B©Ile, 74 
#B©Thr, 76#@©Thr, 82#B©Glu, 84#@©Ser. 87#B©Arg*5 < fctl t 95#@ 
©Tyr#&a«*bS£l>fc< lo£U:©T^ JW9&&foff>'7% 

gtltc7Si yRiffiWS^s /^0VL^lB^J#-^19T^^tL^)T^y^iB^J©a-fe 
, 2#B©Ile, 3#@©Val, 14#B©Thr, 15#B©Pro, 50#B©Gln, 51#B 
CDLeu*5d;tJ t 92#@cDTyr^e ) ^(iti^^< fc*> 1 "D\2k±.<D7% ytlS^f© 

(13) fc h^CDR^^jftfc#, fiTF© (a) ~ (c) O^mtMDM hgCDR&tt 
#ife-Z&%> (9) Sfcii (10) f3«g©g^o 

(a) VHdSiE^J#^-18^fcii20T*^^tt§T^y^@B^J^tfti h^CDR^fiinrffc 

(b) VL*sB35!I#-^19x 21, 42, 43. 44. 45, 46, 47, 50*fctt51"e^tiaT 

( c ) VH#K^J#^18i;fctt20^<**tS T ^ fr^VLftWU# 
-#19, 21, 42, 43, 44, 45, 46, 47, 50*fcH:5n?^nST^ J WSSmmit 
^tft bMCDR^Itfcvf*: 

(14) t hMCDR#tefcrC#^ WT© (a) ~ (c) (WfftfrOt: J^CDR^M 
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mteT-fe& (13) BEtSCDE^o 

» 

(15) t bSCDE£*l^fc&^ WT© (a) ~ (c) <WTftfr<Dt bMCDR^ffi 
tfi#:"C&3 (9) £fcJi (10) ta^OE^o 

(a) ?F^$sm^KM8037 (FERM BP-8084) tf4itSt bMCDR^Jnrffc 

(b) BWtsi8H*KM8035 (FERM BP-8082) #£grTSfc b gJCDR^fitinrffc 

(c) ^^m^KM8036 (FERM BP-8083) tf^ltit b MCDR#*tirC#: 

(16) JSfrWM"^ Fabs Fab\ F(ab' ) zs l*$lirtf£ (scFv) s 2*4WCT*« 
m {VffiR) mfr (diabody) . *J^)\s7 << KSf^flsV««aiffr (dsFv) :fc<fctf 
CDR^tt^r^Kif&iittttStftfrKfM-CfeS (3) H3ig©g^o 

(17) FGP^fcWRttfcfS^T*^*^*^ UT^Wr*M«Sj«©»»f*o 

(18) FGF-SfcWilWfcli^-rstft*^ ^U^n-^i/m^fei^^^n-^ 
;^trC&-?rfc££h£#^i:-rS (17) fB«©^*r3So 

(19) ^D— ^MrCffc^ K— tbflsi-nrffcs *3 
.fcV^n&O^tBf^&StfttS^-r&S (18) f3@©#»f^o 

(20) ;W^y K— ^W^U VKM1334 (FERM BP-5451) "C*>* (19) 

(21) Mhittfmifi, t bM*^£ftfc£fc&t: b SiCDR^liSJfctt^ & 5 (19) IB 

(22) fc bSi^^trift^ FSF-SfcWIIflllfcJie^t-S^B^^O— ^SM*©Vftfe 
itfllL, fc&tffcl: bffi#©<H:fc«fctra,fr£>&3fc bM*^in$r£:&3 (21) 

(23) b bSi^^JntftoPs WT<9 (a) ~ (c) <Dl^nfr©t bi^^iri 
flOrfeS (22) f3«g©#tf^o 

(a) VH*«iB^J#^5T?^ixS7 > ^^»i22ni^trt. bl^^Jnitt 
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(24) t hM^^ift#:#^Ki£&#KM3034 (FERM BP-7836) ^4It§tM 
**^mfcTt&% (23) lE«©i£$T3£o 

(25) t h^CDR^It^^ FGF-8^#M^^M^1-^^^^D-^;i/irL^©VH 
£cfc£m©CDR&£>W:t: htru#:(DCH*5cfct>*CL^^$fb h MCDR#tefafcT- ig> 3 ( 
21) !3®©^iT^o 

(26) H h^CDR^^tirt^s FGF-8S3#M#)l;:£g-£-r3 ; E^ ^ n— ^;i/£vffc©VH 

&£t: YmW&Wm$rZtb% (25) H3m©#if^o 

(27) bhMCDR^flt^^ £TF© (a) ~ (c) (WftifrcDt bMCdmW. 
#b#:-£*&£ (25) 3;fc& (26) fBiK©^»f^o 

(a) VH©CDRls CDR2*5ctt>*CDR3/b s ^n j eniB^J#-^7. 8&cfct>*9-e^£fr& 

(b) VLOCDRls CDR2:fcJ;tKCDR3^ ^tl^ftl&W^Kk 1143<t^l2T-^^n 
& 7* ^ y i?IB?!J t b MCDR^tefcnrffc 

(c) VH<£>CDRls CDR2*5ctt>*CDR3^^n^tliB^J#-^7, 8 9 tr^n^ 
T^y^ia^J^^s ^oVLCDCDRls CDR2*5<fct>*CDR3^s ^tl^tl@3^J#-^10, 

(28) t hmCVmW.$Ki&&, WTO (a) ~ (c) WftlfrOt hMCDR^ffi 
£t;#:T-&& (25) &fcfcfc (26) fB«©B£iflilo 

(a) VH^iB^J##18T-^^ti^T^y^lB^!J©^t>. 12#g©Lys^ 13#g© 
Lys, 40#gcDAlas 41#§©Pro, 48#g©Met N 68#@©Val s 70#@©Ile, 74 
#iCDThr\ 76§@©Thr\ 82#@©Glu s 84#g©Sei\ 87#g©Argj3cfctF95#S 
©Tyrfr £>7ii;£*i3'J>& < ^ & 1 ^&Lt©^ ^ ;WBMi$®L®7 ^ J mm&fcWWk 

(b) VL#IB^J#^19T"^£*l&T^ y^iB^!J©-5t>s 2#B©Iles 3#g© 
VaU 14#BCDThr\ 15#@©Prck 50#g©Gln, 51#a©Leu*5ith*92#gCDTyr 
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It 7 % J b b mw&mfifo 

(c) VH*»iKm#^18t?^nsr^yKBB^I©-5"fex 12#@®Lyss 13#g© 
LySs 40#@©Ala, 41#S©Pro, 48#S©Met, 68#B©Vals 70#g©Ile, 74 
#@<£>Thrs 76#a©ThTs 82#@<DGhis 84#a©Sei\ 87#B©Arg*<fcV95#a 
©Tyrfr£>®f£ft&'J>&< fc* loJ!U±©T^>'tt3a**Hfe©7 , ^>'IB8l*R:«lft 

s 2#ScDIle, 3#a©VaU 14#@©Thr, 15#a©Pro s 50#@©Gln, 51#S 

r ^ y^«te8i<*ftfc^ y&lffiTO^tfb bSCDR^Mift^ 

(29) b bSCDR^IKfi<*:# N ftTF© (a) ~ (c) ©l^ft^Ob hMCDB#^t 

(25) (26) IS«<D#®t3Io 

(a) VH>bSiB^J#-^18^fe(i20T*^^n^T^ymiB^J^^tft b MCDR^Ifiirtffc 

(b) VL^IBSWWs 21s 42s 43s 44 s 45s, 46 N 47s 50mtci±51X^^ti^T 
* y&IB^JIB^JS^tr b b^CDR^Miiffc 

( c ) VH^aB^J#^18Sfe{*20T^^n^. T 5. y SfflB8l*$3K froVL#IB?>J3l 
^19s 21s 42s 43s 44s 45s 46s 47s 50i;fcfci:51T*^£ft3^S. y>BE8IIS?!l* 

(30) b b^CDR^*inrffc#s WT© (a) ~ (c) ©^TftfrOb bMCDR^ffi . 
tnrfTTffcS (29) f3«©^if^o 

(a) VH^iB^[J#^-18-e^^n^T^ y^MB^J^^s froVL#IB#J#-^21T^ 
^ti§7^ S^tf b b MCVmWvifo 

(b) VH*«iB3W«18-ew*ixST^y|ftiB9!I*^»s froVL#BE?iJ#-*§44T'^ 
£ ft 3 T ^ ^ i?ie#J *^tf b b MCDR^ffiinrffc 

£ ft a T 5. y ^13501 £^tf b b MGDR^teJrG^ 

(31) b hmcvmntfi<&^ WTO (a) ~ (c) <WiTft#©b bMCDR^M 
mfc?z%% (25) (26) iB*ScD^»r3l!o 

(a) ^Jtfilfe#KM8037 (FERM BP-8084) b h^CDR#*t^* 

(b) J£!KIE&#KM8035 (FERM BP-8082) #£0-T&b b^CDR^ffiftf* 

(c) 7&Rtet&#KM8036 (FERM BP-8083) #£01" 3 b bSCDRgtffrtnrffc 
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(32) t?S#«rtf-#N Fab. Fab\ F(ab' ) 2 , lXmtnfo 

(scFv) , 2mmiVWffiK (diabody) N 4 K£M£*bV«*Wtf- ( 

dsFv) x&mdm^tt^T'rv&zm&ftzmtmft-c&z (is) I3^©#if^ 

o 

(34) FGF-Sfc^S^t^-ratai*:^ * U * n-^;i/tfc#£fctt*-> * p-^- 

frmrz-fozz-XL&^t-t* (33) ia«©*i^*« 

(35) ^^P— ^Hnrffcyb^ fc b^birGf^ & 
il5*n&©J^»fit^e»a«tLaln;«:7?** (34) IBtt©¥!]£#&o 

(36) ;W^U b* — "7^ /WT'U b*— VKM1334 (FERM BP-5451) (35) 

(37) tMli« thS^^i^*fcl*tbSiCDHS«^-C*S (35) 13 

(38) t^7« FGF-8t#MKJ^-^-r^^^^D-^;Vin;^©VH*5 

(39) MYM^-t^ffifctfi* WT© (a) ~ (c) (Wf*i;&»©fc bS^ ^ini 

(38) IBttCD^I^^o 

(a) VHAS@B^I#-^5-t?^^tlST^y^l3^I^tPfc bM^ ^intffc 

(b) VL*siB^J#-^6-e^ttS7 , ^yKiB9J^tft. bM3^^irirffc 

( c ) mtmnm^ 5 *ls r ^ j wmm%^frs ft^vL&mMm^ 6 r*^ 

(40) b bM^^##ff2ffij£$lW13034 (FERM BP-7836) s^filtSt bM 
^^inrffrC&a (39) |Btt©*l5fe£$So 

(41) t hmcdmm$ftfc&. mttftmtoK&&Tz*s 9v—-r;i>WfrDVB 

43 «fc WLCDCDR& £> t>*(3 1 b Jrtffc©CH:fc «fc t>*CL£#tf t b MCDR^ffiintffcT* & & ( 

37) IB«©*!l^«so 

(42) fcb^CDR^Jfi##s FGF-Sfc^SWtjS^t**^^ ^n—^-;Vift««Z)VH 

:fc<fct>*VLcDCDR. fc bififfc©VH#«fctra©FlU ^^tffcfc btrCfr©CH*«ttJ f CL**e> 
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Kz\iYmci)mw.tfmx~&% (4i) ra«©*ijfe2f»o 

(43) b hMCDR^ffitrC^s WT© (a) ~ (c) ©V^ft*>©b bMCDR^fi 
Jnrfrt-&3 (41) (42) IB«cD^J^So 

(a) VH©CDRK CDR2& J:t>*CDR3^^tl^niB^J#^7, 8 33 9 T*^£*L& 

(b) vl©cdrk cDR2£ e fct>*cDR3^ ^ti^tm^m^io, lusitm-e^ax 

^iB^J £<b tf b b ^CDR^JrCte 

(c) VHtDCDRls CDR2*5cfct>*CDR3>5S^tl^tliS^JS-^7. 8 :fe £^ 9 T»^£*l£ 
T^y^IB^J*^^ ^oVLCDCDRK CDR233J;mM3#s ^tt^tilB^lI#-^10. 
1143 cfc^^-e^^tl^T^ y^IB^U^tf b hMCDRfi^iftfk 

(44) b VMC\)mm.itt$-&, &TF© (a) ~ (c) ©V^n^Ob h^CDR^HI 
Jfi#:-e&£ (41) (42) B3«©*J£#&o 

(a) VH^iB^J#^18^^^n^7 , ^y^l3^J©^^> 12#g©Lys, 13#g© 
Lys, 40#g©Ala. 41#@©Pr(\ 48#g©Met s • 68#g©Val. 70#g©Iles 74 
#g©Thr s 76#g©Thr N . 82#g©Glu, 84#g©Sei\ 87#g©Arg:i3 J;t>*95#@ 

£tifz7$ y^lB^J^^tfb hMCDR^ffi^ 

(b) VL^IH^!J#^-19-e^^tl§T^y^iB^I©ot>s 2#@©Ile, 3#g© 
VaU 14#g©Thr s 15#g©PrcK 50#g©Gln. 51#g©Leu:fc<fcl>*92#g©Tyr 

(c) VH#ffi^J#-^18T"^£n3T^ y^S2?!]©?-£K 12#@©Lys. 13#g© 
Lyss 40#g©Ala, 41#g©Prcx 48#g©Met„ 68#g©VaL 70#g©Iles 74 
#g©Thi\ 76#g©Thi\ 82#g©Gliu 84§g©Sei\ 87#@©Arg:i3cta ? 95#g 
©Tyrfr£>5tfcfn3 / >&< loJ^±©T^ JWBM&H&<D'7 y^lSfcft 
^tlfeT^ ^^IB^iJ^^ ^oVL*sia^J#-^19-e^n^>T^y^iiH?!J©a-fe 

N 2#g©Iles 3#g©Vak 14#g©Thi\ 15#g©Pro v 50#g©GliK 51#g 
©Leu*5J:t>*92#g©Tyr*^3l«ti^ii>^< 1 o£LL©:p ^mBMMfe© 

(45) b YmvmW$ifoi$, JiTF© (a) ~ (c) <Wf*lfr©b hMCDRHMfi 
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tfitiOr&S (41) £fcti (42) %m<om%j3&o 

(a) w&mm&ms&fc\£2Q^7F$n%T$;mwffl*^tsK hmcvmmtfite 

(b) VLiflEBiS^lk 2K 42s 43s 44s 45 s 46s 47s 50Sfc«51t?^nS7 

(c) VH*si2^J#-^18*feJ±20T^^tl^T^V^IB^J*^s froVL^IBSW 
-if 19s 21s 42s 43s 44s 45 N 46s 47s 50£fc&5lT*^£*l&T^ ^KEEIEM* 
#tft b^CDR^intffc 

(46) fc hSCDH^tetfafcjPs JUT® (a.) ~ (c) ©1^*1*©^ hMCDR^fit 

tfuftrtrfc* (45) fBttO^J^&o 

(a) VH*5@B^J#-^18-sr^^nST^y^@B^J^^N froVL#K8J«^21-e** 
£ ft & > 5. ^ MB#I £^tr t h MCDR^flttrtffc 

(b) VH*s@B^J#-l-18T-^^ti§T^ymiB^J*^s *>oVL*«SB5!i#-^447?w 
$ tt § T 5. y & t h MCDR^»vfc 

( c ) VH#@B^J#-^18T*^£n& T ^ y MB5!|%^> froVL#IB?'J#-*§-50-£^ 

(47) t Ymxmm&feft. JUT® (a) ~ (c) ©V^-fti^©t h^CDR^ffi 
ll/bteT-fcS (41) (42) B«©*yj£fr*feo 

(a) Bfttelfef*SM8037 (FERM BP-8084) ^4Itab hMCDR^teiftfc 

(b) J$R*Eife'*KM8035 (FERM BP-8082) #£01" & t hSJCDR^ffitfitt 

(c) fl£!K*5ife#KM8036 (FERM BP-8083) i«fiit5t h ^CDR^1fi*Jvf* 

(48) tri^irM-^s Fabs Fab\ F(ab' ) 2N lfcMirf* 

(scFv) s 2 *»toV*RW*f)t (diabody) s H^^bV^WTJt ( 

dsFv) *«fcV(a)R*$tt^r^l«*»"6ai«n*ff6fr»fM"Tf*« (35) latttO*!^ 

(49) FGF-8fc#^l$fc:^U FGF-8©^t££PMT£ifafc£*$II&fr^ 

(50) FGF-8£#J^ffj£^U FGF-8©^tt^Pl#-r^irL#*^«^i:bT# 
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^^©l5gP^©^KmSfe{^^^fflV^e>tL^^GF-84'^^{is FGF-8 
fc^Jlftfc^rT^irirffc (WTn WW-Stmt ©**>£>n FGF-8©?S 

i4*iawrst6**wr4^*»^i-a^fct«fct)-^acfc* j T?tSo FGF-8© 

fSttfcl/Tfcfcs FGF-8^Wr^^rS^ , 4'^fetL{iV^^^^%©T*feoT^> t fcV^* s s 
^ffc&fcttx -^e7^?L^iBl^t*SC-3 (Nakamura N. et al., J Steroid Biochem., 
27, 459-464, 1987) N v^^«I^J3»NIH/3T3 (ATCC#-^: CRL-1658) N 
IX&fc hBUAZlM^JN*LNCaP (ATCCS-^: GRL-1740) ©JtJ8£iEj£TaiSttN 

fc^GF-Sifrffcy^ ^rftl©^©! (Harlow E. and Lane D., Antibodies: A 
Laboratory Manual, Cold Spring Harbor Laboratory, 1988 s J-^Tn 7>&-tfy : 

o 

^0^©Mii5^©^^Sfe»^^^^^^^^-8*fn^^bT^ 

^^^^^^^©^©^iT^^fetfsci^^-e^^o 

*^BJ©ll^© : ?^*fc{i^^ , r^ffl^ti^. /W^U F-^fc«fc!>£ 
jg£ft£lrffGF-8eNfrt>^P— ^Mfcttfck JW*«Jft:H:^TK:ilS'^a^*fc«ko 

Tfcto^ FGF-8SfiS^trCM^bTMU »ttJS**ttbfc»«l«k btftKW 

ij h*— 7$iiu w^^v f— ^*JS#"rs**N F— 
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¥9-271391 £I3*5£ tit V> £ £ * IgGl^ ^7XCmM^'J h*-^ 
KM1334 (FEEM BP-5451) i^^MT^^^ 2 D— ^-;V^KM1334^feif 5>*l3o 

©jot-s^ai^ y * p -i-)vm&?t Mi^mm^m^m ^xm& ufe * ©#& 

7tft{M3«fctJ c t hSffi*H4ifc^iH*i (complementary determining region; 

^©»«ifcb'rt±N 7»k — n e?^^ A^'jh*--? 

il*5J:tFLiS%3— F-T^cDNA^^s YH*«fctm*3— b"r3DNA£&#U kh 

t hM^^^©CHhbT&s th^Ay^n^'jy (hlg) £«-r*i«v^ 
& 3 *>©*£*> «kv>iJ S N hIgG^X©&©#S?j5S"£fe*K hlgG^^KSf* r Is 
r2s r3s y4fc^o;fc^:r^;a©^T;hfcJ3v^£fc#"e£S° t hM 

^jrf^tfiflaDCLfcbTfc*. hIg£«T*U£l^n©&©-e&J:<\ 
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£ S ^ ^ * * — ^;i/Jnrffc©VH:fe «fc XP/l h t h iK&cDWjo J; tfCLfr £> & § JrC 
FGF-8*ftJ3^ ^ifm, £ b < &VH#IE#J#-if 5 T-^£*l&T ^ ^ ^IH^-at? 

ts> £> & b > irb#:©VL#I3?!J#-*f 6 fS«© T ^ ^ WM3k CL# t h /c ^ * © 
7 ^ y WMtnts* £> & & t: h ^ijvfrKM3034:fc £ t>*KM3334#fc ff t,fi%> 0 

t hM^^^tru#KM3034^^-r^?F^^#KM3034i±s 3ftefriK?*AmilS 
W^W^SFif^fP^Wf6-fe>^- (=1=305-8566 B*H^«^ < J^mUC-T 
S 1 - 1>^^6) £ ¥5£13^12J3 26 BfWC'FERM BP-7836£ bT*§t£*lW 

£ h h J^©ifr^©^ffc©CDRI3#JT" ti^tlW^ Isfctfiifc&MufeT Z> o 
W^OliJ^©^GF-8^ln^©W^<fc^VLcDCDRiB^JT6E^© ti h in;#:a)VH*5 ct 

M £ ^ 3 £ £ £ <fc 5? SfiBfi f 3 £ k 30 s t? # & o 

b bMCDR^ifi#:©CH£:bT(±s hlgfcJSf-ftKV^&S fc©^fc <fcV^ 
hlgG^5>x©&©#«^T-&*K ^kChlgG^^fcJR-r&rl. r2 s y3 s r4 

CLilbT&s hlgfcJIt^^rti,©^©^^^ /e^^fe3W£A^*© 
fc©£/B<^££i:#-£t&o 

FGF-S^PCDR^ffi^il^^-rS) tUT^ FGF-8fcWH«lC«S^bFGF-8©« 
ttSIMT ^ n— ^-;VirL#:©VHj3cfct>*VL©CDR^ £>tffc t hirt-^©CH*5cfct>* 

CL£^tft b^CDR^fcv&s FGF-8t4#^^J^^bs FGF-8©r£t4£PM-r3^E 
y^n— ^;V^#©VH:fe£im©CDk t htft<*:©VftfeJ:rfVL<D7l/— Ay— ^« 
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<&&&tft>tlZ>o #*b<l±x (a) VH©CDR1, CDR2, CDR3#^ft^ftI3?iJ#-5§ 7 

, 8, 9tt$ti&7$ smwm&^tst hmm&mfcfa (b) vl©cdri, cdr2 

ffittntffcx (c) VH©CDR1, CDR2, CDR3#^ft^ftIE?!j#- ! f 7, 8, 9T*^tl^7 
^IHiSW*^ 2>oVL©CDRl, CDR2, a)R3#*ft**iIB?!]#-^10N Us 12T* 
^ $ ti 3 T ^ y ^IB^J § ^ tf t r ^CDR^tn/fc# & fcf G> fts £D£F£b<fci:(a) 
VHybSiB^J#^18T*^^naT^y^lB^JS^tft hMCDR^^ttni^s (b) VL^MB^J 
Wirc^SftSr^RE^Jfc^trfc rMCDRj^ffitnrffc, (c) VH^1H^J#-^18T- 

tft hMCDR^tein;#^felf&^^o ££>££?£b<Ji(a) VH#IB^J#^18-e^£ 
*l«57 , $y>&ffi?!I<D5fcN 12#g©Lys, 13#g©Lys, 40#g©Ala, 41#g© 
Pro, 48#g©Met, 68#@©Val, 70#g©Ile, 74#g©Thr, 76#g©Thr, 82 
#@©Glu, 84#@©Ser, 87#g©Arg:fccfctF95#@©Tyrfr ^«ft3'J>& < t 

t hMCDR^fcvft, (b) VL<ffi^!l«19Tfw**iS7'^y«S5U©5-6N 2#g 
©He. 3#@©Val, 14Hg©Thr, 15#g©Pro, 50#@©Gln, 51#g©Leu& 
cfc t>*92S g ©Tyrfr & »«n £ <J>& < ^ * 1 ^ Jt® T 5. ^ ^£*#fl&© 7* ^ ^ K 

^£*l£T^yi?I3?U©5t>, 12#@©Lys, 13#@©Lys, 40#g©Ala, 41#@ 
©Pro. 48#@©Met, 68#@©Val, 70#@©Ile, 74#g©Thr, 76#g©Thr, 
82#g©Glu, 84#g©Sei\ 87#g©Arg:fcJ;^95#g©Tyrfr ^ 

*K ^oVL^i5^J#-^19T^^n^T5.y^lB^J©a-fes 2#g©Ile, 3#g© 
Val, 14#g©Thr, 15#@©Pro, 50#B©Gln, 51#g©Leu:fecfcT>*92#@©Tyr 

fr7^;WLmn^ts^vmm£wm&i$&tf%fo : &° jy^fc&s (a) vH#ia 

?»J#-ifl9, 21. 42, 43, 44, 45, 46, 47, 50£fctt51*ca*£n4T S^MBBI* 
^trt r^CDR^ffiftfr, (c) VH*JIB^J#-^18*fctt20T?^^ftS7 5. y^RKM* 

-16- 



WO 03/057251 ^J^CT/.fPO 2/ 1 3650 



froVl#iE?!]#-§19, 21, , 42s 43, 44, 45, 46, 47, 50g;fcfc}:5lT*^£ 
tiZT^SMmW^ftt hSCDK^«[Jftft:**»fcf6*ix $?£b<&(a) VH#IE?IJ 
18T*^£;ft£ 7* ^ y ffilB5!IS^^ VL#2lT^£*t& 7^ KEEJIBEI*^ 
trt hMCDR^ffttfbfr, (b) VH#I33«^18T*^£ns:P^ >>M5ai%£r«&N VL# 
44T?wdn*T^y»Ba^JiB^J*^t hSCDH^*aft<*s (c) VH#fffini#-^18T? 

18fBm©T^y^l3^J, CH*st hrl-y-^^^^©^^^^iB^J^&^(9, VL#IB 

&mmmffi<D7 smm&k ci,#b hAr^^^o^^y^iB^j^&^^t hi* 

CDR^*g#b#:HV0LV6, HV0LV6/CHO, VH#I2?!l#-^18fB«© T ^ y CH#b h 

rlt7^7^®7V KKfllfr £> & *3 , VL #IB#l#-^44f Btt© T ^ ^ ^IE?ll, 
CL#b h/c^X©T^yl?iB^S>&£fc hMCDR^Min;#3IV0LV3-l/CH0, VTO 
lB^JS-^18fB«0T^y^iB^!J, CH#b h ylV7#5X(DT$ SWfflmfrblSi*) 
, VL#IB?!l#-^50fB«© T ^ J MB#k CL^th/c^^^CDT^y ^ffi^J^ & ft 
Sbh MCDR#*ttn;^HV0LV4-3/CHO>f)S ft & 0 

b hmCDR^«IJfL#:HV0LV6^^-rS^tem^KM8037(4, ^iLfx^Aj^H^ 

««s^wste»f waf^wre-fe > * - ( =7=305-8566 s ^n^rn-^ < k m jic— t 

g 1 _ 1 6 ) fc5F/#i4if 6 mOBmfenm BP-8084h bT, b hMCDR^ 

«ttn;-^HV0LV3-l^^B1-^^S^il#:KM8036^, ^A£ff^A0H^^W^ 
m ^I^tJWfE-k > * - ( =P305-8566 B *1W^ < « mm-T §1-1 + 
jfejB6) fc¥J5J&14#6^20H^ftrtFERM BP-8083£bT, b hMCDR#|ttnifr 
HV0LV4-3S^B-T S^5Cteife#«M8035H:> ^Atff iR&Ajgti^^-flF^m^fF 
£4«fE-fe>* — (=P305-8566H*H^m-?<«TfJm— T@ 1-1 
fc5pj^l4^6^20Hftt4t?FERM BP-8082£:bT, ^ft^tt^rit^ftTl^o 

tf-fc<^£ft3o ifrfciTJttt, FGF-8£#Ml$£^bFGF-8©?£t££IS#?-3tii# 
«ftf-C&£Fab (fragment of antigen binding<DP&) , F(ab' ) 2 , Fab', — MUni 
#:(single chain Fv; OT, scfv £ffiir\ 2&ifcfcVWsm> ! r (diabody) , V 
XJVyj P£^bifc#( disulfide stabilized Fv; OT, dsYvbffi^ )& .fclWJDR 
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Fab' t± N _hfSF(ab' ) 2 CD t > Vm<DiSX)\s7 4 Ftt^SijOBT bfc#?M$J 5 25" £) 

scFv&s -*©VHh-*©VLi:^3i^^^KU>*- (J^Ts P»t) 
^ffl^T^bfes VH-P-VL5fe^bttVL-P-VH^U^r^FTfe§o *3§BJi© 
g815!$©^K;3ll f; (it&5«^T^ffl ^tlS scFv £llr * ti-2>VHjo J; t>*VLfciu irtFGF-8 

diabody(±s |n^^m©l^bSfe{i^^^scFv^ 2«^§ff^bfe^iT 

^'u^^F^^^^^-f F^£^bT^£*fc*>©£^-5o ^x^-r >a 

S^a^-T^T^ y^aS^Reiter$> fc£ (Reiter Y. et al., 

Protein Eng., 7, 697-704, 1994) tf^t^ ^©il^MiM^i'J^^V^T?! 
^•T & - 1 § & o *^BJcDI8f5^c7)^^S fc*i&*3S&"eftffl £ dsFv Jc 

FGF-8^W^©VHSfci±VL©CDRCD^^< 1 $C^JiUl£^T^J$£*l&o 
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( i ) imvwm 

&3^&^<D»IIk9\ Sfei±FGF-8SeWs ilfilCMIilts iSSI©7 

m-sm^m^xummBM^^m^. fgf-s^- w« 

©•g&#®T>tDNA (Tanaka A. et al., Proc. Natl. Acad. Sci. USA, 89, 8928- 
8932, 1992s Tanaka A. et al., FEBS Lett., 363, 226-230, 1996) 

Mm^MATZ ItfciD^t. tl,feFGF-8B^«^s &*»+T?«KHT * - 

Kt-S^ftftS^tt^^W^W^DNAtts FGF-8££§ijlbTl^SC-3 
^©ifMfr £> HM b fccDNAfcflfMfc: b fes # U ^5* —- fe??imRJfc CPolymerase 
Chain Reaction OTPCRhfB-T ; Sambrook J. et al., Molecular Cloning 3rd 
edition, Cold Spring Harbor Laboratory, 2001 (iikTs r^U^-a-^ — • 
— ^3JKj tmT) s Ausubel F. M. et al., Current Protocols in 
Molecular Biology, John Wiley & Sons, 1987-2001 OiXT, h • XD hrr 

^ ^) o 

mT'#^*)©T*fetL(is Vvr*n?fc<fcV\, ^Stbtiis ^>i';t7 0ij ( 
Escherichia coli ) s • XX?- UX ( Bacillus subtilis ) ^©cci/m U 

t7E ;^;i/^I^©ai^^n5o iS^btil •tf-y^n^-tex • -te 
lx ti/^ ( Saccharomyces cerevisiae ) ^ i/WviiB ^-fe^ • ( 
Schizosaccharomyces pombe) ^##]^£*i£o »tl«^bT(is tf©» 
$,§f7JVA* (Namalwa) tl-;V©W^ fcSCOSfflflflSs ^ W X • /\A 

©jjiiBia-efescHoaflfla^As^^nso Misttt^ sf9^ sf2i 
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T— (FarmingenmiO s High Five C>(>\ZhvV^> (Invitrogen 

* — T? & JB I ^5 CI 2: & f # 2> o 

MBs ^ifc^x'JhTO'J ( Escherichia coli ) LTffl^&ii 
A©»^^-J:l/tit 7n^- U ^-A^i§rIB?!k FGF-8&3-K 

^A -;t>f^>fi>X (Amersham Biosciences) ttSO > pET17b ty>^^> 
(Novagen) tt§!D &£;WJ^£ft3o 

Its fflji&s *>*fflV^*S (Cohen S. N. et al., Proc. Natl. 

Acad. Sci., USA, 69, 2110-2114, 1972) s :TPh79;*Mfe (#HBg63-248394 

iS^ihbtffl^^f^tii, 2§^^-^bT> YEpl3 
(ATCC37115) N YEp24 (ATCC37051) . YCp50 (ATCC37419) m&m^btlZo 

^ M?Ll£s hn#l/-i/a>S (Becker D. M. and Guarente L., 

Methods. Enzymol., 194, 182-187, 1991) N ^7xP7*7XfS (Hinnen A. et 
al., Proc. Natl. Acad. Sci. USA, 84> 1929-1933, 1978) N WRU^Att 
(ItoH. et al., J. Bacteriol., 153, 163-168, 1983) V^*b©#&fcffl 

a&%«BWa*lS^fcbTffl^S»-&lc:tts M^^^-J:^ 09*«x PAGE107 
(^^3-22979 ; Miyaji H. et al., Cytotechnology, 3, 133-140, 1990) » 
PAGE103 (Mizukami T. and Itoh S., J. Biochem., 101, 1307-1310, 1987) m& 

m^Xb&^&s m^ts 1M r^#D«iM;K* (CMV) ©IE( immediate early) 

-20- 



WO 03/057251 ^^CT/JP02/13650 

&X-$>tit£, &}%.l£s zlI'Z hu-^U—>B>m (Miyaji H. et al., 
Cytotechnology, 3, 133-140, 1990) , >; >«*;i/S/*AiS (#H¥2-227075) 
s U^7x^7$/3>?S (Feigner P. L. et al., Proc. Natl. Acad. Sci. USA, 
84, 7413-7417, 1987) ^-rtlCD^&fcJSl^ btlZo 

> • • ;W^-P^— x 0' Reilly et al., Baculovirus Expression 

Vectors: A Laboratory Manual, Oxford University Press, 1994^lcfBfg^tlfc 

Mfc^mA^ ^^-hbtfi, fll^fciU PVL1392, pVL1393 (itt77-^>^ 
x>*±M) n pBlueBac4.5 U>Hfo^i>ttl) ^#ffl^£>ft£o 

( Autographa californica nuclear polyhedrosis virus) ftif^fl^ bfc&o 

(#IW2-227075) N ij;if7i^>3>$ (Feigner P. L. et al., Proc. Natl. 
Acad. Sci. USA, 84, 7413-7417, 1987) ^#fflV>£>*tSo 

m^mx.^'^^P^'f;V^^^b7c©t>s BUx!ibfcSi9, Sf21fe£^l±High 
Five^cDmm«t^fl^^. £ £ h J; D M£Sf 

•£3 (Bio/Technology, 6, 47, 1988) o 

w&m, m-&m&nmm.m&mm£nx%>*), ^-rncDyj^m^^^^x^ 
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K^«^e>FGF-8Sa«*«Bl-r*^i:CJ:DN FGF-8HSK 
^gP®^ift^*^^©^^^Ts 15~40°CT-16"96^^ffao J&tffilB'K 

P H»3.o"9.ot«^"rSo pH©w«Ettx a^is 7;i>*y»«u Ms 
tr^y >^ h^-9--r^ y >^©^£^s?£^:i&M#nbT&cfc^o 

h bT# 5> tifc^JME«l#:*«|-r bT ttx -Iftfcte 
ffl^tlTl^RPMI 1640i£iik -f — (Eagle) ©MFJIJ&^fc&CI ft «> 
S/B&BJfli?» (J^Ts FBS«-r) ^£«S;bQbfc«m^#ffl^*>a'b£o 

mztix^ztm-mmn (77-^>^ivttl) > sf9oonsFM u>thn^ 

i>*±M) s EX-CELL400. EX-CELL405 (.\,\?MJBR/U ^>^>Z (JBH 
Biosciences) *±§D m&m^btiZo igmits 25~30°CT* 1 ~4 HMfr V\ 
*B:«&RfcJfe bTs ^V^V'f^ >^©trG^#JK^t&ifefc:^P bT & <k 

±IBKl^^Ts i&tJ«*5ct^mmifflJ3a©iS«^*5V^TqTtlT»fen«s FGF-8© 
3 ^ HcgP^Kf it § * © * * tb 3 V > ttlH^fi a 5C©SISi * fc -T & fc #>s 
jfli»««Sain©^**ffl^* E bv^ 

FGF-8©£ g & & V ^ ttg&#»r# £ * © * £ 3 V > &®iir§ 6 St t b T J*) 
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*R#^b&^Mfc#?*fc*ttfc#**N &3^fcfca*rU ^Wt^R©it# 
FGF-8Saft©^SSfcH:SP^Wf^ fc3 W±£n£> GROINS SSI 

FGF-8CDT3. y^iB^J^SP^lB^J^W-rS^^ K&n Fmoc ( ^ 

& s tBoc (t-^;v^^r->*;v^-^) ^©flsS^Jsfc** 

CfcoTSSag-TS^fc^^So T rVt>* 1* • fTKrvt (Advanced 

ChemTech) 77*7^ K -/HmfAX (Applied Biosystems) *± s 7°D 
? ^>.T77n *>— X (Protein Technologies) *± N SSW&ffWS©^:^ 1* 

^fiJHJUfcffl^T * SBBftf & - 2i iJStf # S o 
(2) lbt)CD^htrC#:jS^«©^ 

Keyhole limpet hemocyanin) , e^Jfitif^t'?^ >s ^^-P^P^U 
fcf&tls r^a^VKkltttx 7 P -f > h®^7^aA*> b (Complete 
Freund's Adjuvant K #«rti7*;i/ 5. A WhlHily ? bti 
<2> o 
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*ii®J^llE^fe!5 50~100/zgi{) s ^^bV>o #&#gL 3~7BMCM»tlO 

1987^ TV^-^^-f — X • T • h U — • (Chapter 14) s 

Goding J. W., Monoclonal Antibodies: Principles and Practice, Academic 
Press, 1996 (J2TF> ty^n-t^ • 7>f#r-f-XJ:l|t) } fc^-CSSS?- 

a^TiBoi. (4) t:ia«©«u!ai«*iffl*Ty-fe^ ■zm^zzt&'C'gZo 
trfefr^^ymiatts iws^ftfc^t hm^mmmm. yw^ ^jfii^ 
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(3) #§tBt»©§§M 

MVZ-WX (BALB/cS*) #ftJB*ffl«fcP3-X63Ag8-Ul (Kohler G and Milstein 
C, Eur. J. Immunol., 6, 511-519, 1976) N SP2/0-Agl4 (Shulman M. et al., 
Nature, 276, 269-270, 1978) N P3-X63-Ag8653 (Kearney J. F. et al., J. 
Immunol., 123, 1548-1550, 1979) N P3-X63-Ag8 (Kohler G and Milstein C, 
Nature, 256, 495-497, 1975) << > • H b D (in vitro) T'ii5gRrf&&# 

i; 3 -;V-1000 (PEG-1000) fc^©fflflSi^t£8^&j&aS.s «IJIS*»&;£*n ^ 
Mtiil^^^o «©^{3«MEMt&ifeSfc«PBS (1.83g/L NaJBP0 4N 0.21g/L 
KH 2 P0 4 , 7.65g/L NaCU pH7.2) fcirtfcJiV**. ifc6«U!l*«W***«* 

1.5mmol/L^;V^^>> 50/zmol/L 2-^;i/*r h^^^— ;K lOg/mL^^v^ $/ 
>&&m0% FBS£#nx.fcRPMI 1640Jgit) £100//mol/Lfc*'=*r-tf->^>. 15a 
mol/L^ 5. V >$5 <£ t>*0 . 4/zmol/LT ^y/r'J> fci&iCl V> * o 

^ y ^ p _^-;vtrb#: ^FGF-8 £ ©«MS«j;&l&&fci:*lB X^E >^ (Kar lsson 
R. et al., J. Immunol. Methods, 145, 229-240, 1991) CJ;oT«^ 

o 
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inFGF-8^y * P-±;v^©JI##J£ bTfciu ^H¥9-271391£f3ifi£nT ^ 
3 x">^IgGl-9-^^7^{cM^-§^-r^U K-TKM1334 (FEBM BP-5451) 
"fli^/^P — :^;Vln;ffcKM1334# If 5> ft 3 o 

±f3T'^^tlfc^^ y ^ p-^;i4ft##FGF- 

8©?§tt&PM-t:#3frSfr£. ^-^f b»£^£;*?Ugif«*SC-3 ( 
NakamuraN. et al., J Steroid Biochem., 27, 459-464, 1987) , ^^XMm^ 
»I*NIH/3T3 (ATCCS-^: CBL-165 8) , & b < & t hair AM«BIS<*LNCaP ( 
ATCC#-5§-: CRL-1740) SfflV^fciiJglfflSTy'fe'f CTW^So »»i:UTfc 9 
— f*> hJiflg^FGF-8 (l~100ng/mL) &3^&:r* b *ePP 
«TSP£s ««±**U<ttTia2. (5) fcbfc#oTl*»bfcJWGF-*Ey** 
p -^V^OS^jeAsO.OOl-lOO/zg/mLfc^S £ 3 fcg!pi#f* bT #16* £ 
»-T^o 24~72B#P^#^ MTT C3-(4,5-i^ )\*-l-<i M -2,5- 

^7nin;i/-2H-^ b^V U ^A^D^ IO ^^Vr-f 
b<l*WST-l^y h^h*^ffl^T^«m^M^-T^o irLFGF-8^y ^n-^;i/tri 

^M^-T^^^s ^mFGF-8^y * p-^Mfi#:ttFGF-8©iStt&fflg-r Stfi 

FGF-8* JftJiftflO! & 3 £ £ #St§gT» £ 3 o 

Sfes ^h>-A>^-& (Bolton A. E. and Hunter W. M., Biochem. J., 
133, 529-539, 1973) fciTC* 125 1 W»bfcFGF-8©±IB©«liat*^©*!r^«i^** 
JB^Ts trtFGF-8^y ^ p— ^-;Virt#:©FGF-8©$fflSa^®±CD^^©^Pl^ 

±130^^ * n-^Mfa*:lM1334fc*x FGF-8©?Stt£IMr £*Ste£*rl~&in; 
FGF-S^ntri^fe Ds Mffi&©^3II3;fcfci:$&*3lSfc btfft bV^o 

(5) ^^p— ^Mfi#©aasi 

fet^'J^V (Pristane. 2,6,10,14-^ h ^ ^;i^>#^# >) 0.5mL£fltJi£F*) 

^y^P-^;vjni#*^^ mss-raifrtSfcbTfck I'C^In 40~50%t§fn 

-26- 



WO 03/057251 



-CT/JP02/13650 



m8L7> ; e-&&£.&2>m.ms ^r^i/i^ deae— t yyu ;fr a n pi 

o i05Sfc«k^ IgG&3l>fcHgMjIi#&II|l&lU «^^y*n-^;i/tfcffc&Sfc 
h^^^fflV^-Cfra-h^T-^So S&MRn P-U-&&£^&280nm 
s IgG2a, IgG2b, IgG3 s bhm IgGl N IgG2 N IgG3 N IgG4#fetf £>;h,3#. «r 

tiv^xigGis igG2a, tugGi^-fm mimmmiMmm^^ ^xmtm 

2. trCFGF-Spffilt: Mb^#UD#g^& 
( 1 ) b MbtfittSB^^**— 

n»X-T & £ i: K & t) & £ i: #7! § 3 . 

b Mft#MOC««ttff5K©t h tnrf*:©CH:fc J; tFCLT* £ £ - h #7: #s 

fettSo b bti ! t#:(DCH*5J;t>*CL^=3-Kr^DNAi:bT(*3i^v>h-i'>hn>J: 
£j$&^^DNA£ffl^3££>b s -ets cDNA£J3<^&££&7:#3o 

7? § & * ©7: * tU£V^& ^ & ©7? fcffl V^a CI £: #7? § 3 0 

PAGE107 (#H¥3-22979; Miyaji H. et al., Cytotechnology, 3, 

133-140, 1990) s pAGE103 (Mizukami T. and Itoh S., J. Biochem., 101, 

1307-1310, 1987) s pHSG274 (Brady G. et al., Gene, 27, 223-232, 1984) . 

pKCR (0'Hare K. et al., Proc. Natl. Acad. Sci. USA., 78, 1527-1531, 1981 

) s pSGl/?d2-4 (Miyaji H. et al., Cytotechnology, 4, 173-180, 1990) 
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Tteu SV40CD|0^7°D ; E— $ — (Mizukami T. and Itoh S., J. 

Biochem., 101, 1307-1310, 1987) s ^pn- x">^ Qjfil^^^^CLTRrn^ 

(Kuwana Y. et al., Biochem. Biophys. Res. Comrnun., 
149, 960-968, 1987) s £<fct>*3L^n VHiO^n^- (Mason J. 0. 
et al., Cell, 41> 479-487, 1985) £:n>;\>+>— (Gillies S. D. et al., 
Cell, 33, 717-728, 1983) m&&tf £ Mo 

^^CD^T-^V^AMCDt Mb^^ffi^^ ^ (Shitara K. 
et al., J. Immunol. Methods, 167, 271-278, 1994) o * >rAl® t: Mbifift: 
W^^-^lt^ pKANTEX93 (W097/10354) s pEE18 (Bentley K. J. et 
al., Hybridoma, 17, 559-567, 1998) Zth&o 

( 2 ) t h^^lbtl^aFGF-S^^^TOct^VL^ri-- h*1-£DNA©Stf# 
t h^©ib^l©i/tFGF-84'lnin;#:s #l;tfc£s v^^fgf-s.^^^p--:*- 
;virt^©TO J; trvi, £ n — b* T & DNAfcmT© J;9tLt m#-r ^ o 

^^^mFGF-S'+'fn^y ^D-^trC^m^-ram. ^XFGF-8 

cDNA£. 77- F&i?©^*— fcJfAU cDNA^^^U 

^^n— :7£:bT£3l\ VH&P — F^3cDNA£W^3^l;t7 7-^fe3V^;i 
Hfi^r^X^ h\ ^J;t^*VL^3-F1-§cDNA^W-r§ISm^•7T-^fe^V^^ 
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7MDiit^>>AS (Okayama H. et al., Methods Enzymol., 154> 3-28, 
1987) x ^ENAiJ»e>BHMA*iaiSr*^aci:bTtts *U=f (dT) @>&fb-te;i/ 

fes ;WXU b — ^fr&iMlA&WK-r*** b£:bTfci:. yr^YY^v^ ( 
FastTrack) nRNAJMI^y b (-T > tf h D^^>*tM) . 94 ( 
QuickPrep) nRNAIMSl^y b (77^>tA • *V4 ^>^X*tSO &ir#fcfcf 

PS>— ) s fcS^ttrtfJRCD^y 0d^.«N cDNA^ffl^— ^— X^ 'JXb 

• i/Xy^J* (Superscript Choice System for cDNA Synthesis s 4>\Z b 
D^ai>a») ^ZAP-cDNA^^r y b C*b^*S>— > (STRATAGENE) #10 > 
^^fA-fe-A- (TimeSaver) cDNA^-fife* y b (7?^>tA • ^-f^iM ^>i^X 

cDNA^>f^U— ©f^»©BRx ^W^U H-^frkfflfflbfcmRNA£&§ifcbT 
^ b fc cDNA£ m^tf ^ 9 9 — fck ^cDNA£ %> ^ * * -T* fcftfc* V > *> 
fcafcarC^JB^SClfctf-C^So 0O*.1£n ZAP Express >*tSQ 
s pBluescript II SK(+) (X b^*^->*t*0 s AZAP II C*b^*^->*t 
£D . AgtlO Uh7>J?->tt«) s Agtll Uh7^^->ti) s Lambda 
BlueMid (ClontecfrftSO s AExCell (T^>^A • ^4 tf-IM :c>$/X*t®0 s 
pcD2 (Okayama H. and Berg P., Mol. Cell. Biol., 3, 280-289, 1983) 
P UC18 (Yanisch-Perron C. et al., Gene, 33, 103-119, 1985) tz}Z<b7 ? —V 

AT3*J3§K bT i^cDNA^ >T ^7 y -£SAs «k V«t«fT? t * ©T? 

fefttfl^fcafc©^^^^"^*.. ^dittts XL 1 -Blue MRF' (^b^^ 

>tt*0 s C600 (Appleyard R. K. Genetics, 39, 440-452, 1954) x Y1088 

(Young R. A. and Davis R. , Science, 222, 778-782, 1983) N Y1090 (Young 
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R. A. and Davis R., Science, 222, 778-782, 1983) N NM522 (Gough J. A. and 
Murray N. E., J. Mol. Biol., 166, 1-19, 1983) . K802 (Wood W. B., J. Mol. 
Biol., 16, 118-133, 1966) (Yanisch-Perron C. et al., Gene, 

33, 103-119, 1985) l&Zlfim^htlZo 
cDNA^-f h&ftOMM(DWG$-S$mmi£<DVR&&XfVL&^-- 

h-rscDNA^n— ><Dm$imh\sT^ 74 v b—^^^m^mmvr^yn 
7*^ v—^mmtvxs pcRfc«fc DVH^cttN'VL^rt- K-rscDNAswas-rs £ 

^ftfe^cDNA^ffi^TS^:^^ (Sanger F. et al., Proc. Natl. Acad. 
Sci. USA, 74, 5463-5467, 1977) fc£<SJSfc£frV\ ABI377 (7/7^f 

( 3 ) t h^©i&tJO^FGF-84«fntn;#:CDVH43 kTWUDT ^ J WM&)(DMtif£ 

CDR© 7 $ y MBfll© H)£ 

2. (2) "CBWiU ^UfccDNA©ffiSiB3ni*»e>0[cDNA*S3— K-TSVttl3«t 

Sequences of Proteins of Immunological Interest, US Dept. Health and 
Human Services, 199U r*>— $->s,X • - :7°P5M >X • • >f 

AyD^;i/^>^l/^bj hfB-To ) btmT&Ztte&t), 5tf#bfccDNA 
^^^^^VSa^J^^tP^OVH^^tJfVL©^^^ ^ ygREaifcn— K bT 

±ft7^»iB5!ifcHut^ m&(DW£<ow&&x*w>(D<&7^;mwm (>>— 
•r a - 1 1 £ d s yj-)vw&\}<D&$&&'&Njfcm7 ; wtwrnzmfc? s 

££>t N e^t©^-*^— X. ^J^^SWISS-PROT-^PIR-Protein^t^UTs 
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BLAST (Altschul S. F. et al., J. Mbl. Biol., 215, 403-410, 1990) KXmm 

m^(Dtm^^mL^m^T^wsLxm,^ m\<Ditmm&&£tifc 4<@©fr 

fc^tL&*JS*g'rSiB5!I©^'fbfcS^3<i©CDR (CDRls CDR2 S CDR3) fr£>£fco 
/r>$,x • • 7Dr^f >X • ^ • ^a;d^;1/ • A 

;mwm >s/X - or? • 7DT>f >x • *7 - -f Ay d^a;v • -r 

(4) ^GF-s^^^ifc^^*-©^ 

2 . ( 1 ) xmmvtc b Mb^#^M^*-©t: h£ttfc©CH£<fct>TL£:n 
-K1--2.3tfe : ?CD±^^s b b^©»©^GF-8+fn^©VH*5j;t>*VL^=i- 

£o 0d*.fc& t h^CDlbtJ©i^FGF-8*^#©VH^J;I>*VL^^-Kr^DNA^ 
KfcttSifcb^ inrf*©VH:fc«kim*x ^ftfMi#Jit©l&§« 
81 i: V«t«S n - P T S«y£BE?!l <£ t) & £ 5' £*HHN i: 3' 5idSHiJ© ^ -f 
VvTPCR3£tc:,k!>iitgU *ft*ft©#IIS%£pBluescript II SK(-) (Xh^* 
s;— >*±i«) &£©:r^X5. KC^n- — >^U 2. (2) ft:fB*&©#$&fc:«fc 

aDHAffi^J**"*-*^;^ KSMtSo ^&ftfc:7"^;*S H<fc!K JriFGF-S* 
^fr©VH43irm©T^^KlB^I%=i-l«-rSDNA*#«lU 2. (1) fcfB« 
©fc Mb^«W3^*-©t: biri#:©CH*5J;t>*CL^n- p-rS*fe=P©±3K 

i<z^ft<bftMW£^ftmT%mteS7u---><y\s, ^gf-8*si^^ ?m&m 

^GF-8^faCDR^*trLft©VH*5J:tFVL^n-- Kf^DNAfcfcs Wifcbtii 

•rsct^tft^o £-r\ t h^©»%©iWGF-8i4»*ptafr©vH*«fctm©cDR 

O T ^ J *&U1r 5tb JfirffcCDVftfe «k 1>*VL©FR© 7^ ^IE#I ^StiRf 3 

o t h fnrf*:©VM3 «fc im©FR© 7 ^ J WWM £ bT Its kb tnrffc**© ©T" ft 
tu^s l^&3&©^fcffl^&;i £#T^3o ^J^-^s Protein Data Bank* if© 
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h J^©i&^©t^GF-8*^!fi#©VH:fc cfct^VLCDFRcD T ^ / ^IB^U i: § S « »rt 
H£bvv 

I^bfcth Uvffc©VH:fc J;^VL©FR© T ^ y MB8I £ @ 65© t h W© 
t?J^©^FGF-8^ta#©VH4ockt>*VL©CDR©T^ y^PB^J^^ffibs tftFGF-Stfftl 

>X • ^ • 'fAynW • rf h) £#Jf bT^ia?!jfc^lb 

, tffiGF-8*fflCDR^*tffi#©VI83 £ VWMD T ^ ^IB^J *3-Kt5 ISK^J % 
Sfttf-TSo sSti-bfe^aiB^J^aS^^s 100~150ffiS©S£fr&&£##©-&tf5 
DNA^^bs *ftk&fflVvCPCRSc&fr"5o i©«^s PCRT?©^^*^^ 
fifeqr«6J&DNA©S$**e>x VHs VLtlfc 4*©A^DNA^lgth-r^>ilh* s $f^bVAo 
££x M£teg«l^t£DNA©5' 5(t*»fcaia«:ft9IR»*©BllliB9!I*^t*« £ 
2. (1) "CKHSbfct YfctrLi£%mm^?*-^%tePu-->tr? 
Siil^^^c PCRKJ&gU Ji«m«!l*pBluescript SK(-) U)>7*^->%t 
£D t£X<DX^X ^ — tei^n — — >^*bs 2! (2) £flBtt©£$&££ - 

tK fflMBBISStffeU ma©tWGF-84»fflCDR^*^©Vftfe«krJ t VL©7'^^K 

fc hMCDR^*t^*(±a^©t: hJ^^©iiit)©^©VH*5^tFVL©CDR©^^b 
hifc<*:0VH£<fcira©Fafc N i^flibfe«ttT?tts *©#iJKtlr£*Stttt*i:©fc h 
^©^©^©^tit^TffiT bT b£5 JLfcjWB&JvtV** (Tempest 
P. R. et al., Bio/technology, 9, 266-271, 1991) . ECDJSHfc bTfck tu© 
t h W^©«J^J©^©VH^ «ktmT?H:; CDR©^& 6 1\ FR©V^ < ofr©r ^ J 

&2£#CDR©5|£*6fc#V\ t hirt#:©VH^^y ? VL©FR©^^^)T^^^aa^i:^ 
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M^?§44£±#£^£££#^fc>ft*C^£ (Tempest P. R. et al., 
Bio/technology, 9, 266-271, 1991) o t hMCBmmififc<Dimt$>^Xte, ^ 

^©fc&£X^§ifi»T (Bernstein F. C. et al., J. Mol. 
Biol., 112, 535-542, 1977) (Tempest P. 

R. et al., Protein Engineering, 7, 1501-1507, 1994) t£¥\Z&%m&V)±Lfc 

trc^t^njti^t vmcdmmttfa<D<mm±*tm±$ftx%>t>-r. m.vtx& 
^n^n^^^xmrn^^^^, ^ti^fi<D^mm^m&h(Dm 

-iibTfflv^TPCR^^fT^-^^.fc^s mt#§o ?cm<Dm^m^^x 
2. (2) cf3^©^^J:^s ^cD^aiB^i^^u smommmzftfe 

&tz, m^m&<DT^;wMm(D?b.$ix&fa\-£, 2o~35^fr£>ft£^n^A 
^iE^j^^-F-r^DNA^tf^^^ Mishit 2i§pt©pcR* : ff mm 

( 7 ) trLFGF-S^fnCDR^trC^^^^ # — 

2 . ( 1 ) fclBlg© t h ^fl^Slffl^ ^ -© fc b ^©CH:}3 £?>*CL£ 3 — 
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K-r*DNA©±38fc: N 2. ( 5 ) ( 6 ) -ea^bfetiTbFGF-8f WCDR^*tJrC^ 

CDVHi3«fcU c VLS3— K"TSDNA*#AU ^GF-8>4^CDR^lfrft38SI^ £ 
fin^il^^So ^ittfx 2. (5) ££0* (6) T-mFGF-8^CDR^*t 

©5' 5M«fc«[Sft*JIR#*©B»B^J**At"*^fc*Cx 2. (1) fcifB«© 

e> ^-Kj^T-^-r s*££ * d — — > j?t % z t #t- £ a o 

( 8 ) t b fttnrffc©— jitefBSi * J: tfrSttfW 

( 4 ) tmomw-stipffi** ^mmM^zz—^ 2 . ( 7 ) £iaf4©in;FGF-8 

t Mb*n;#©— 3fi*4fg3&*ff"5 £o 3m^*-£*AT3*§^« 

d£:#T»#S#x ^CD^*©^^*^s C0S-7« (ATCC#-5f: CEL-1651) 
Jttfcffll^ftS (Warr G. W. et al., Methods in Nucleic Acids Research, CRC 
Press, 283, 1990) 0 C0S-7«^©3i§3i^#— ©#A&£ DEAE-5^ 
X h^>^* (Warr G. W. et al., Methods in Nucleic Acids Research, CRC 
press, 283, 1990) s U (Feigner P. L. et al., Proc. Natl. 

Acad. Sci. USA, 84, 7413-7417, 1987) &£#&fcf 5> ft So 

(2) {ztmcomm^mmm^^^^m^z^^o 

s FfiF^©»tt%ia*-rS«t»3Bl?Stt*««fbT^*<P^a3&»*l. (4) £fSH© 

(9) tHbtnfc®&feftM&&Vft&mffi 

2. (4) IBWO^GF-S^^^^^^^^^-^fe^ 2 • (7) fcffflR 
©^GF-8#faCDR^ffi^fcB3ii^ * -§S^^±»tiAt § Zliiz£V) 

H^P2-257891; Miyaji H. et al., Cytotechnology, 3, 133-140, 1990) 
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IS (ATCC#-#: CRL-1581) % ^«i7XP3X63-Ag8.653» (ATCC##: CRL-1580) , 

CH0/DG44iffflJ8& (Urlaub G. and Chasin L. A., Proc. Natl. Acad. Sci. USA, 77, 
4216-4220 1980) s v hYB2/3HL.P2.G11.16Ag.20» (ATCC#-f : CRL-1662, 

^^^-ofAts t Mb^fc££^t£mT37B!»&mW;*> G418 ( 
G418 sulfate ; is?^r-7)\s b U y^*±«!0 ^^©^J*^»jMJiSJg*ffl^ 
ife _ ei&#t"§^i:t e k tJjliRt?^^ (Shitara K. etal., J. Immunol. Methods, 
167, 271-278, 1994) o mmm^mm^mt Itll RPMI 1640i&*i!j (BzK^ 
*±S«) . GTOifc (B^WMlim s EX-CELL302tgife 

(JRH/W^-9--f^>^Xt±M) s IMDMigHiL >tf h D^^>ttM) x ^W^U 

ff*© b h ^^(D^mM^XX^tfm^^mtmW, l . ( 4 ) £IB*4©ELISA& 

fbffi#©£0*£±#£*£ (Shitara K. et al., J. Immunol. 

Methods, 167, 271-278, 1994) 0 

%>Z.t 1$X%%> (7>f*r-f-X • 7 • 7^7 b 'J - • T-a7;V, chapter 

F^S^cIb (SDS-PAGE; laemmli U. K., Nature, 227, 680-685, 1970) -Pt> 

^X$>7uy^j (T>^-r^4 — X • 7 • b U — ' 
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chapter 12; ty^D-^V • Ty^rJ-X) ^rcfflUTTSo 

f&CDINSt&^Sfl^^ ^©X^X^O^A (Karlsson R. et al., J. Immunol. 
Methods, 145, 229-240, 1991) & J; S'J^T- § £ o f;fcs FGF-8©?£tt£Pl 
gr34>^S&£#f#bT^3fr£?fr£ 1. (4) fclBf^miiOT^y 

-fe x-mmT 2> £ ^ £ & o 
3. ijftWtf-©#S£ 

tiifamfrte, 1. ££^2. ^fB^^FGF-g^^^^P-^l/^^ trGFGF- 
tSlW^So tfcttWrtf-fcbTfciU Fabs F(ab') Z s Fab\ scFv s diabody.. 

dsFv N cvm^ts^y?- K 

( 1 ) FabCDf£9S 

Fab^s w6F-84«ffitftfr%see^fii»*>'vw>^a-ra-i:fc:«fct)s ^ 

M-fc^iU :^-&Fab£bT[I]I&ir&£h#T-#S * p-^;V • T>^# 

>^nvh^77^-Ci tK Fabtifgm^JS-e^m^n^lii^^fcllliR-r^ 
^JiAstt^ (^ey^n— • T>^-^^-f — X) o Sfcx Fab&s ;*:J3§M&ffl 
VNT?t^X^fc:{Wr^Cl £&T-£3o 2. (2), (5):£<£tK 

(6) fcflB«©*L#©Vf!B«43— K-r*DMA*N FaWBSffi^^-fc^n— - 
>?*U Fab^g^^^-^S-ra^fc^^So Fab^ffl-^^^-ilbTtt 

§S„ #lxJ£x PIT106 (Better M. et al., Science, 240, 1041-1043, 1988) & 

X^X^JBKFab££j$*ft£^££fc#*T?t£o iJAttfr&fck 
v^e.n*U7*- fry* 4 ?Stt©fcSFab£-r&^#-£§x 
^iJ^XAt^tfcm *«±»4»tM«^ofcFab*s»tBrSo U 
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eifctd.fctK IS— ^Fab^JfttS-rS^fc^^S (Borrebeck K., Antibody 
Engineering: A Practical Guide, Oxford University Press, 1991) 0 

(2) F(ab J ) z (D<m 

-&F(ab') 2 £bT[I]I&ir3£^#T-#3 (^y^D-^-;i/ • T>^y=^(— X) 
o 3. (3) ti|3«l©Fab'^N,N , -o-7^-l/>^Tl--l' ^ ^^Yl/>f 

ct^Ttf^M-T^)^ (McCafferty J. et al., Antibody Engineering: 

A Practical Approach, IBL Press, 1996) o 

(3) Fab'©f£S£ 

Fab'teu 3. (2) lcfB®©F(ab') 2 ^^^Xlx^ h-^moMTuM^mMV 

x^zz. Fab 5 ^ *mm*m^xm&i : -^$)kiftmir%>z. 

£<bX*t*Z>o m?t&. 2. (2) s (5) *5J:t>* (6) fcfB«g©in;^©V^^ 
n-FI-aDNA*. Fab'2§mJ3^*-£^D-^>^U Fab'3S5i^*-£f£ 
ItS^^^t^o Fab'f§31ffl^^-£bT&. 2. (2) s (5)*5J;^ 
( 6 ) tf3«©in;^©V^^n- KT^>DNA§^a^B^-e 
V^&3%©&MVva££#"et3o PAK19 (Carter P. et al., 

Bio/technology, 10, 163-167, 1992) ftif^&if btlZo Yab' ftM^? 

iK rS14©&3Fab'^lT&^#-£i!rs ^'J^XYltM^^c^ 

«n /Dr^>G*7Af»^-J:fci^ 4§-&Fab'£ 
ttjfttNBIIfcjF'C&a (McCafferty J. et al., Antibody Engineering: A 
Practical Approach, IRL Press, 1996) 0 
(4) scFv©#S£ 
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£o mZ.lts 2. (2) . (5) (6) iztZm,CDijifc(DiM$>&V<nZzi- 

T^DNA^bT^U scFv^u- h*-r^>DNA^#M-r^>o yfi V ^73- F u yfi 

b&MWT:^ #J;ti£Pantoliano£lc£ 19^ (Pantoliano M. W. et 

al., Biochemistry, 30, 10117-10125, 1991) &3 \,^±?ti%%C&Vfzb<D*m 

*£MbfcDNA£scFv^ffi^#— ->^U scFvfg^^ * — 
t^ili:^ scFvfgWI^* — ^bT&s scFv©DNA^m^ai^BmT*# 
& & CDTfc > & & % © & ffl V > & £ ^ £ 3 o 

#!l;Lfci:\ pCANTAB5E (7T>> + A • ;W ^>^>X*±10 s Phfa (Lah M. et 
al., Hum. Antibodies Hybridomas, 5, 48-56, 1994) tz¥1$tb\? bti&o scFvB 

^;7^--^£;B^;g>3h£J;*K iH-^scFv^MMT^^^^t:^^ ( 
McCafferty J. et al., Antibody Engineering: A Practical Approach, IRL 
Press, 1996) o 
(5) diabody©#M 

diabody&s JifBcDscFv^i^ 3Pg<E>* U F U 3 -lO^S^Jg 

t» N 2ffi©diabody£. 2««©trCf*:cDVHj3 < fctj f VL*fflV>fc»^a:s 2#Hte£ 

SdiabodyS#«-T 3 CI bifiH * S 
(Le Gall F. et al., FEBS Lett., 453, 164-168, 1999. Courage C. et al., 

Int. J. Cancer, 77, 763-768, 1998) 0 
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( 6 ) dsFv©#SSi 

2) , (5) (6) {c|3«©^©VHi3«ttJ f VL^n-K1-^DNA©?S^^ 

■tZo m;mmm<Disx^-{>m^<D%tm±2. (6) ©pcR&ffl^;«ii# 

#T*^3o f£S b fc #DNA£ dsFvB^ffl ^ * — tc * n — ^ > 

hbt(t dsFvfflCDDNA^Jia^^^^-r* # 3 <£>"?: &*lfcf I 3 & © fcffl ^ £ 
£^#T'§&o #U;lfcfs PULI9 (Reiter Y. et al., Protein Eng., 7, 697-704, 
1994) e>ti^o VH&cfcZ>TL©fg3a^# — ^Il&^lltiAbs 

it Affcfe £ ^ U 7^ X~?M C Vftfe <fc t>*VL^^W« £ £ £ #"C £ £ o it 

-T-:fc«klWl/«3a3?fc<fc!5s £ £fc*M»*-*£ £#T*£3 (Reiter Y. et al., 
Protein Eng. , 7, 697-704, 1994) 0 

( 7 ) CDR^^tf^^ KOfftR 

£i:#T'#3o £^ CDR*«r^r^F*=i-l«*r«DHA*f^»U ftSKbfcDNA 

satigfcSEKJB^*— i-^n— ^>^u cdr^^ fiesi^*— &#S£-r& 

pLEX (>f VbT M3S?3i>ttK) s pAX4a+ C^tT^y* (MoBiTec) ^fcSSD 

m^^«fc^s SMS?"* (Reiter Y. et al., Protein Eng., 7, 697- 

704, 1994) o 

( 8 ) ^ttcDM 
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2) ^momm^m^s ^ir^X^V^I (Karlsson R. et al., J. 
Immunol. Methods, 145, 229-240, 1991) te¥lz£*)W\feX-% %<> FGF-8© 

m^m^-t^^m^^uwvx^^i^^o^ 1 . (4) izmmcDmm^M 
4. ^mmcD^mm^^^mM 

^.(D^mma^u^mmhtiL^o mm&t^xitmmm^M^mffiv 
±m&^v^b-7 : x, %b.w&mw#i, i&m'&m'mn. mmmm^ Mm%& 

t Mbytes t: hlZXtt-CDmytKD^y j-Jl'tfifohlk&.VTs t binrffc© 

#l£bT^T&©#iI2;b^o 

&-$ftmtva±, mmrn, ti^mu mtu mmk ^n^m fin, 

-40- 



WO 03/057251 



CT/JP02/136S0 



nsmmmzmnffl t b-c jb wr sare # s o 
*«p«#fcji^3&«wiJkUTJ±N &M%k m%k mmffl&ifi&ve>ti2>° 

x%>2>° znb(DWMnmiz&^x%mnfflxmmti;XMwhfrf&fr 

o 

mMmommzwMT&zt^ (i) (2) t^-r^r > • thm? 
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(1) m-8K£Z&&W&£*tTZ>m&f£& 

s «k tftWK«SJ&» ©flfe«H^<D0£©iiiD £fB« ^ b fc 7 * -fe 

( a ) |fc#CD;ffflfl£^ h »J y * x ©#8¥ 

tt#«*flUBttN iD^^Ufc^^^HttttWIBIISSN FGF-8#£TT*iriFGF-8 

r y y ?z(Dm*mfeirz z. t c <fc t> smc # &<> «^ h; ^ * 

-T^o FGF-8K: «fc Dii^^iStt^ h 'J y^^CDM^s trtFGF-8.*^ItrL^© 

o 

$fe#?MffUlfcfcN Priced (Price J. S. et al., Arthritis Rheum., 
42, 137-147, 1999) fc^oT*HW»bfc»>^»+PB*»«W*x FGF-8#£T 
T-^FGF-8+ln^^Wbfe^^»b^^^-ei§«bs *g#U *S*^© 

msiz&bmmzn&Mmft'? b y y ^*©$$'J>^ ^GF-8#*n^ffc<z>wi£ 

^y^y^J>©4^s T-^yyjl/— ^ (Chandrasekhar S. et al., 

Anal. Biochem. 161 103-108, 1987) t'tilljgtSifSfc^ n^->f>©S^ 
*0£«£*FR, 36, 277, 1985t:^VMil«D^>7 , ny>«JSfcbT«0^-raii: 

(b) «fc#«^fcll#raB^©m£ 

WL&wmizm-^-fzm^hvxte, 7nx^7>^>^ ^^^^^ 

7&v>^T-ig«bx iti&^H^mw^^ojg^s^bTs mm±m(D7°v 
x*?7>v>E^ Thy yw^nrDr'f ^— e-3fesiM±— mbs* 
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D7D?/f ^-_^_ 3fe § vMi-i^OlS^s trSF6F-84»«J^©^*nfc«t 

e/it^v r U y^^^nroNt- If— 3 EL I SA^rA (T^^ 
(Green L. C. et al., Anal. Biochem. 126, 131-138 1982) 1Z <fc t) £ 
(c) #TO 

#HRiR{is Kusano (Kusano K., et al., Endocrinology, 139, 1338- 

1345, 1998) ttot, ^txmmffi*m-8ft&T^mw-s*mtfi<*>*mu\s 

3^>t"p y >«j£&«fljeT£ ?Hre# So FGF-8fcJ:t)«^tva#iK 
^GF-8*^n^©M^J; DPI^^n^^s ^irG#i±lfe#^©«I^J# 

hyn- (fn^^x^a^) *ffll^«3£7?S*o tfc^#±iS4'©t: FP* 
i/7°D'J>?ii^{±s m^#^¥^, 36. 277, 1985fc^*iJ$re£3o 

( 2 ) m jm»©*i m&wftm 

mmmmcomm^ t h^^^^cD^w^FGF-s^sT^^GF-s^fn^ 

Ti3©§ifl5ifc#^^»%&fflV^s FGF-8&ai>tti^GF-84»^#©Mffli 
»E*fc*f-r asftssfMB-e IS, ll^^^^l&tJ^^FGF-S^ffitn;^^^ 
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ifc#g^fg^^3MRL-lpr/lprx^^ (Hang L. et al., J. Exp. Med., 155, 
1690-1701, 1982. B*^— • D^ArTII) s jg^5ElS*^lSbT 

h • YVa-rtl/ hUfiS^'E^V (Pearson CM. et al., Arth. 
Rheum., 5, 654-658, 1962. Taurog J. D. et al., Cell. Immunol., 75, 271- 
282, 1983. Bendele A. et al., J. Rheumatol., 26, 1225-1229, 1999) s Mffi 

— ^VH^^^E^^ (Stuart J. M. et al., Annu. Rev. Immunol., 2, 199-218, 
1984. KamadaH. et al., Jpn. J. Pharmacol., 70, 169-175, 1996) 

r##imjs. (^lMP^ti^^ifttt^^-^) ^n^ntiov^-ts mmmiz 

^hfci^s £#fc&ttSifc#$£!il£^Ts ^0r^>^'J^^J>M 

fc&t KD^^7°D'j>fi^aij^-r^^^fcctt>s 3 #$^£o^t 

s ^aveftMir^o ^#©^'J:3-y-^^u£>-B&s ^p<^;^^-v>^ 

(Chandrasekhar S. et al., Anal. Biochem. 161 103-108, 1987) lz£*) 
s ^^©^^^fcrU^^ U>*i±s ^Xt^U r DPDj (fttilttl 

) ^fflV^Ts ^*©ti Fd^>7d U >fi»M5>©^ (ffefflRlge,, *^flff 
m^m.. 36 277-282, 1985) CtoTs ^ft^f«£-££3o £ Z £s 
>aiS^©^i:bTifa?i*A=iMa^^TX7-n-GP £^Ts 
ifll^4t© — ^-fb^^^J^^ Tracey 5>0^?S (Tracey W. R., et al., J. 
Pharmacol. Exp. Ther., 272, 1011-1015, 1995) ^^ti^Hm^T %>o 

>^t<toTMfSt^o ^37©S$iis 0 :IE^s 1 : H^OT£IS#>&s 2 
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5x .4 :¥m<D9m&ft5WWl3:mti&*Uti>Z£TZ>o 

1 9 8 5^ Guingamp C. et al., Arthritis Rheum., 40, 1670-1679, 
1997. van der Eraan P. M. et al., Am. J. Pathol., 135. 1001-1014, 1989) 

&y-¥mm*%&M&wfate x^mmmm^mw^^Mt, Colombo e> <d 

fife (Colombo C. et al., Arthritis Rheum., 26, 875-886, 1983) &&xm*b 

bourn <M®m^t>, mm^n, is, 92-98, 1966) tj;t>fiMK*c&3« 

b • ^7 3- KftMWif i^rJl/^ Guingamp ( 
Guingamp C. et al., Arthritis Rheum., 40> 1670-1679, 1997) izM^, 7^ 

Chandrasekhar S. et al., Anal. Biochem. 161, 103-108, 1987) ft^f* 

*U #fc|R3££*i&l^ ^#ii:bts lB^fcDffifcl/zg/kg~100]ng/kg@je 
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m-z-mmt vx in imm&-z*>'n!fe'z$>*)^ ib2~4hk 

lpg^e>100mg^^#-r^o 

?%>o ±M\,tc.mw-mm±. fgf-8^ nft£*gi§ru ms^km^^Mm 

Tfcfcs ±134. ^I3«bfc^a^$>(f e>tt^>o FGF-8©|tm*5cfct>*^*}i:s TIB 6 
infer* &M£\,^tez> & < s ^ U * ^l/iftteSfcfci:^ * d— 

^W(DmmnT:&miSfoZ>s irGFGF-8tn;#:tei\ ±IBcDfc ! LFGF-84'Sl^©M?t 

o trtFGF-S^m^^s ^0^©#if^^bT^ffl^n^trffGF-8tT;#:t bTffl^ 
§^h^t#§o ^0^©^i(f^^fflV^^n§^FGF-8ti^#:©^0!lhb'r«s ;\ 
p_-^KM1334 (FERM BP-5451) ^ 2 P— : ^;i/#iMM1334. Tfc 

K^m#KM3034 (FERM BP-7836) A^jg^^ t h^^^ ^^KM3034. MM&Wk 
#:KM3334#£Bt-&t hM^^^£KM3334. ^K^m#:KM8037 (FERM BP-8084 
) i^^MT^M hMCDR^fi^#:HV0LV6s BSM^KM8034^^f^ ti hMCDR 
^*tiri#:HV0LV6/CH0, ^H3£*&ffcKM8036 (FERM BP-8083) 2*£j^-f£ t hMCDR 
^W-f^HV0LV3-l/CH043 c k^H^m#KM8035 (FERM BP-8082) ^ItSth 
MCDR#*t^#HV0LV4-3/CH0^ e> n ^ o 
tniFGF-8tru#:S^-r^^if^{is TIB 6 . S^T £ 5 &^#&£J&bT\ IrC 

^^tT^afc4?)©E^^bT{is ^^{f^ti^>o mmmumth 
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^BncDmMJs&^feznzmm&tvx^ ±134. izmmhfei&m&& 

m^^ffl^Ts «&3l^^£#£t-3FGF-8£TfBfc 
fcttjatrsafiSfcbTfck ftfletMttSs (ELISA)sftW 

(ria) „ ft&fflMm&m, &mm&&& tr^zy? 

^P-^j/iBiai^arJV, iiWs>r-f7^^, 1987^ 

H£^MUUI5, ftft£4b4*0F0Ett, ««ft*HA, 19 8 6^) ft 

jfcgffi, **p->t^|Sir^:=.i7';i/, ilWi^r^^y^, 1987^ 
3^>T*-h (FITC). fe5^!i7^nxUX'J >&£©m^fTe^^l'bfc 

b*s&&3I£& (el isa) i*s frmistzmwomm&z^teffiML mm* 

Jffcs ^GF-8^£SJfo£^s ^f&fc^l/**^^— fe\ 7;VA'J7t^77^ 
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mmmattWfo&$v#& (ria) ^mhtc^m^mmomm^^ 
w>j a j w x v -frfe^ i/ — > a > * £ > * ^ tsc 

N t^GF-8tfi#£S/i&£-t?\ $e,tFITCftif©S^Rx 'Vl/**^--^ 

>r-f7^^, 198730 ^fcfB*£ftfc;£&&fflV^fT3£fc#^t^ 

^U^^fbH-U^V (PVDF) mfcfe^bs JnJGF-8tfc#&Kji&<*"frN 'Vl/* 

SDS^^tfir > X;Vffl^®^T»^ia Its -£fcFGF-8£ 7x7,^>7d^t 

bfenti©«$>^v^^m ^^©ra^ mmt^m^^tc^ xu-h 

^;i/^-^^>^— fe\ 7M'J7t777^- ■e«:ir©#3RW»*ll8bfctft'f Ay 
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l±FGF-8CD*& (ng/mL) £^bT^3o te»¥:$ffi±«WM£*i*U ***&P 
<0.001 (»J#g£*fi£. Dunnetttfct) fc^fo 

m £i^$fe#i»©FGF-8fc: £S$BJW^ h U y ^^©^^f^irGFGF- 
84>f0tri;#:KM1334cDPlWf^M^^-riII"t:fe^o lft$ftfci$B)J£^ h U y^^ + tio 
fc^UrDl^ y aifi^KM1334CDaj^ (//g/mL) §^'bt^^o 

flt{±¥^il±^^^^i!*bs ###&P<0.001 mMm%mtbs Student<Dt-f& 
fe) **fcfcP<0.0K ***&P<0.001 (0f¥*tit. Dunnettj^) %0:To 

i3i ^tr^#»©FGF-8£<fc&-^ H U ^^^nrnHt- *£-m&. 

(D V h >) y^^^^D/DNt- tf-3©* (ng/e7^;V) £s lt$fifc}:KM1334cE>}t 
(>ug/mL) ^bt^^o <it{±¥±Stf±^m^^^i*bs ##&P<0.01 (»0 
^S¥*H:I^ Aspin-Welch^) £^IU ***fc£P<0.001 (0S¥*fJ±,s Dunnett*&£) 

ng/mL) ^bti^o ^y^^^l^^^U *&P<0.05 (»J#S¥ 
Mit, Steele) %m?o 

*isxD]&Mm i &*, wtrnzmimo^m ug/mD ^^brv>^ 0 m&¥&>m 
±Mmmm*mvfc{s, ###&p<o.ooi mpmmntt, student©t-*&£) *m.v 

, ***&P<0.001 (0S¥*Ut s Dunnettt^) ^"To 

m 6 m t hmM«©FGF-8t,t^tim©{sm^ : &^-rEiT'fe^o v 
mmmmt&*)&£ftfrm^^v>(Dj&Mft&*, mmmw-somm (ng/mL 
) *mLx^%o mi£^m±mmmm*mvkVs ***&p<o.ooi mpmrnrntt 

W,im t br#M»©FGF-8^ct^W®^^^^§mFGF-8^^KM1334 
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M£lc*U ###fc*P<0.001 (&*!l*a¥*Nfc. Aspin-Welch*&£) £ifeU *fcfcP< 
0.05 (OSMtfibs Steele) S^fo 

FGF-8 <D&\{z£ZmW<DMm9\>~?VVy?X<DfrM*7fii~^~e$>2>o 

¥^te±»«u£&5Si*u **& p<o.oi (£Sji:^?&&AS¥*rtts student © 

B9m fof-8 (D^xicx^mmom^(D^.m^7jk-rm-t:^)^o mm&mmw 
mm (mg) £^uti^o «tt¥*aia±»*K^** | *u *& p<o-05 (£s 

ikWrnZAffimt, Student © t-tfej£) ^giTo 

n 10 m 3^— y>m$to0zm&^t>x te&ttzmw&x n rcDmmmbfctt-r 

%>ijh FGF-8 i^fDinrffr KM1334 ©PM#ffi£^TII|-£fc3o «tttl±M»^=i7'* 
g^£3Si*U *fcfc P<0.05 (^S^m?«iS^S¥MJt, Wilcoxon JiteftJ^) £ 

#i±p<o.o5 (s«s^*rJts wilcoxon mwa&&) 

«t*iJ&Dfc:*r-r3ffi; FGF-8 *mttt£ KM1334 ©|ffl»f^M*^-riaT?*So l^lftii^ 
8tt (mL) ^bt^^o |ttt¥$«±»*i^*5tt*U P<0.001 
ffl.«»»JtN Aspin-Welch §SU **fct P<0.01 (^aAtt*«!-¥»*rib 

s Student ©t-^) ^itTo 

^^n>0Pfl^#ffl^^-TI2IT^^o (mL) ^bt^So fllfcfc¥ 

^±**MftilS3Wl*U ###& P<0.001 (*ja««WJfcx Aspin-Welch tfc£) 
§tU ***{±P<0.001 (««E«E^»»Jts Student © t-^) TTO P 

<0.01 s ttti±P<0.001 («rtSEift^»»Jtx Aspin-Welch^) &&?o 

^rr^ini FGF-8 *fn*nrffc KM1334 ©Pl^ffl^^TEI^^^o Mb&^>^t^ 

^^U*>«JS/^VT^->«eJ±: (Ag/mg) ^btt^o {fi(±¥±D^t±^ 

*PilM£}tfl*U ###» P<0.001 (5NaW»J*N Aspin-Welch &M) 
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tt&?<0.01(£M&im& J 5-mttik. Student © t-*ftj£) S^fo 

mit (#g/mg) £^bTV>£ 0 fii»¥^±^i^M§mi*bs ##& P<0.01 ( 
*MSSf^Jts Aspin-Welch *fcfc P<0.05 (»*(EtS:-¥»*fJt N 

Student © t-f&£) ^^.To 

^f-T^in; FGF-8 ^ftllnrffc KM1334 ©PI^#ffl£^fElT*&3o l&fftfci:^^ £ 
U^'y U >$!Jg/# l^T^-— >$tftlt (nmol/mmol) ^btt^o ffifct^i^ft 
±**M«*J**U ###& P<0.001 (5N&M£*ttbs .Aspin-Welch tfc£) £gt 
U *&P<0.05 (^a^ffiffl[S#^Jts Student © t-*fcj£) §Sto 
0 16 El 75>*.rt> hJnB&3&&5 y hS^Ort^K'J U >*±#fc 

oia^fflsw-ria-e**, iRWtt^^^ifuy^ y>ifi/^u7f->i 

JSfit (nmol/mmol) ^Ut^So {i&¥^6±^P^M£7ti*U ###« P< 
0.001 temmmttit. Student © t-tftjg) £3tbs **fcfc P<0.01 (^tg^P 
^tbs Student © t-|&£) ^"To 

^ 17 El 7^a;^>MMg7y hK*©fc Kp^>7d U >M_t#fc*f 
fatft FGF-8 4i«Iin;<*:KM1334©ffi^ffl*^-riaT*So IfcttUib h'D^>7 
n 0 >^m/^UT^-->ajStb (Ag/mg) ^Utt^o ffittt 5 PJS«±Wi*i|R 
M^^*bs ###fc*P<0.001 (*^LS^MJtx Student © t-f&£) S^fo 

^ is ei ^ 3- Ywmm%m^ l &mmm^)^ * v 

izttt&tfi FGF-8 *mtfii& KM1334 ©ffi£fftB£*vrErcfc£o l^fft«M^^# 

%ltp<Din)Z2V (Aig/mL) ^bt^So ffitt¥*S«t±*W 

M£?ti*bs ##t*P<0.01 (fa^ffimmt, Aspin-Welch t&t) £^IU *fc* P< 

0.05 (^31A««a»-^a^Jt N Aspin-Welch tfejg) Stto 

H19IH 7°^^^ h*pKM1334CH-H5©^Js£xg£^bfc^T-&£o 

H20E1 y^^K KpKM1334CH-L4©at^X^^^b7cE) , r$>^o 

^210 7^>X^ KpKANTEX1334©^X@^^bfeEIT*fe^o 
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ht*$)^o mmffitn^mm (#gM) n mm&m-8(Dfo%mu\stcm&<Dmm%: 
100% tvtzm^omsmm (%) &^-r 0 o#kmi334s n#KM3034, a#km3334 

31230 77^^ KpKM1334HVOCD3t^X^^^bfc0T»fe^>o 

H24EI 7°^* 5. KpKANTEX1334HVOLVO©3t^X^^^bfe0T»$>^o 

H25EI trCFGF-8*lP^^ ^^KM3334^ t^GF-S^SlCDR^^frHVOLVOs HV0LV6 

s HV6LV6©FGF-8£^£^1§r?S^£ELISAfcJ; DMI^bfc*glll£^bfcia-efe3 

o Ifffiltftntf&I^ Ug/mL) s ^fft^^tStt (0D 415 ) §^to A#KM3334. O 

^HVOLVOs n^HV0LV6s xMW6LV6©rStt£^1~o 

mG¥-8*m**^tftmitm4, ^FGF-S^SlCDR^ffi^HVOLVO, HV0LV6 
, HV6LV6©FGF-8tM-r^^rStt^BIAcore 200013 X «^bfc$£lfl£^b2rlll 

-e&Zo m.m*mm (#) s ^ffi^RS^^^ w &^-f 0 

^270 7°^^.^ FpKM1334LV3-lcD3t^X@^^bfeElT"fe§o 

fg28|2l -7"^^^ KpM334LV4-2©^X*S£^bfcET"£3o 

^29S ^Xc; FpKM1334LV3-2cD^X@^^bfe0t?$>^>o 

^30HI irLFGF-8*in^^^m#:KM3034, JrbFGF-8* fnCDR^te3fi#HV0LV0/CIKk 

HV0LV6/CH0 S HV0LV4-l/CHO N HV0LV4-2/CHO, HV0LV3-1/CH0, HV0LV3-2/CH0, 

HV0LV2-1/CH0, HVO^^/CHOCDFGF-Sfc^fr^^rStt^BIAcore 2000 k: £ £$J/£ 

b^^^^bfcmT^^o ^tifi^^p^ (#) > mmtmm^^±^ <w) 

to 

HV0LV4-1/CH0, HV0LV3-1/CH0 S HV0LV2-1/CH0© V^T.?L^lfflWfeSC-3«©FGF-8 

'f3fe#^ti5it{-^f-r^4 , farSte : &^b^l21'^fe^o ^$ft#iivf«J§£ (>"gM) s ^ 

$ft^FGF-8©^^»bfe^Oitm^l00%hbfe^©^Mti^ (%) 
o O^KM3034. •#HV0LV6/CH0 S O#HV0LV4-l/CH0„ AM1V0LV3-1/CH0, 
HV0LV2-1/CHO, x&m&Mm^&%Mm0(Dfti l &&mT o 
mW y^^K h'pKM1334LV3-3CD^X@§^bfeEl-e^)^o 
H33EI lfCFGF-8^ln^^^feT;^KM3034s tftFGF-S^IOCDR^HtirL^HVOLVe/CHO. 
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HV0LV3-l/CH(k HV0LV4-3/CHCK HV0LV3-3/CH0©FGF-8fc^f-3^Mf££BIAcore 
(RU) tr^-To 

H34E1 JnJGF-8#ffi^ 5^&KM3034. ^GF-84>faCDRg^^OT0LV6/CHO. 
HV0LV3-l/CHO N HV0LV4-3/CH(X HV0LV3-3/CH0©T^X?L^^a»feSC-3$fflJ3g©FGF-8 

fft^FGF-S^^tr^Dbfem^iim^lOO^^hbfe^^lS^im (%) ^^"T 
o O#KM3034, #^HV0LV6/CH0s A#HV0LV3-l/CH0s A#HV0LV4-3/CH0. ■ # 

HV0LV3-3/CH0 N x&m&ttm^&&lM2,™0®m&*7F-fo 

mmm 1 *? ^3&#«<dfgf-8 c * a *bjw^ r u y ? * (Dfrmttftitk. «fc a 
pis 

J^i3«t?J t W«t DBB*tf£>CD:#& (Tamura T. et al., Eur. J. Pharmacol., 419, 
269-274, 2001) £^oT#&P&<ibfco Ttet>%mmmffi&&V t mmmB1tm& 

0.4w/v%T^:J— HfE^^tflOvol%FBSmJPDMEM (WT. FBS£^tfDMEM£ 
FBS/DMEM^fB-T) 4»tr37°CT* 1 Bf £ £> fc0.025w/v%3^>7*^— k*P *$tr 
10vol%FBS/DMEM4>T*37°a 5-6 HtH^H" & UlCiD ##^flS&lfe#8&*8;&» 
£>#HtU Sifcbfco mbfc$fe#»^10vol%FBS/DMEMfc^bs 100,000i@ 
Mfcfe*J;$fcil»bfco dCD^#«^tft&#M*24«>^;i/7"l/-h©#e7 
^;V^lELt ! oMbT5%C0 2 - 95%air^fflTs 37°CfcTig«bfc 0 
#:3>7;i/:n> htlbfets j§^^0.5vol%FBS/DMEMt:Mmb24Bt^#b 
feo ig«*££l&5fcU 0.5vol%FBS/DMEM («!]$$¥) s £fc&FGF-8 Us 10£& 
»100ng/mL ; ^7Df'^ (Peprotech) *t®0 £^t?0.5vol%FBS/DMEM£ 1 mL 
«arabT48R?H«f«bfco tWGF^*»tfi#©^ffl**ftftf-r*l»ttN FGF-8 ( 
lOOng/mL) £#t?0.5vol%FBS/DMEM (OS) > £fct±FGF-8 (lOOng/mL) £3/iFGF-8 
#*DJftf«M1334 (K 3 £fc&10/zg/mL) ££^t?0.5vol%FBS/DMEM& lmL^D 
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Chandrasekhar S. et al., Anal. Biochem. 161 103-108, 1987) ^TSiJ^bfco 
ffefc*^ 5nmiol/L L->*^-f >*Wtt-2lc3BJ«*iP*T«5tt^bfe«#ffl^Vt 
jymmm. (O.lmol/Ml^^h U^A, 50mmol/L EDTAs pH5.8) K:U»«ft^20 
,ugMt&3<fc5fc;VW> (^-7;i/MJ^ttl!) £Jn*s £©*fc£-t 
HB©^#»^^#bfe^l/— bCD=&^^;i/{3 lmL-To^JnU 60°CT— HfttiHb 
bfeo £©$gfbM75Ari,fc^*^— (2.88mol/LttSK^T-^>N 
50mmol/L^^- h 'J >>A S pH6.8) 25/zL£DMMB^£200/zL£«]U 530/5 9 Onm© 
«3Wt*«l3febfc. ^^>^-HJ:btffflLfe3>KD^^« (*S>^tt 

?<Dm^*m 1 E^l^ 2 Elfc^To FGF-8«100ng/mL©^JgT»«^ h U 

£CD£ fcttx FGF-8#$fe#©tt£V^ h U y?X<D<frM%i%MT%1 / Em%^-f%> 
^^Ltl^c Sfcs i^GF-8*Sl^KM1334i±FGF-8fc t fcS$fe#©«^ 
h U y P X(D<frM{%.M& 3 //g/ELW±©trt<*:»K , T?^3acfc«l* , Jbfc (H 2 HI) 0 

H5te^J2 FGF-8 fc<k££1^$fc#«#£>©^ h U yW^oror'f 
-If- 3 ©m£©{£*t fctfcffcfc «fc 3 PIS 

flS*«=3>7;V3i> Mc«bfc«x 0.5vbl%FBS/DMEMfc:mmb24^^ 
ftbfeo J§**Sfcli&3cU 0.5vol%FBS/DMEM (»JifcS¥) s FGF-8 (lOOng/mL) 
*$tt 0.5vol%FBS/DMEM (OP) &fcl±s FGF-8 (lOOng/mL) hjru FGF-8 *fntrt 
#:KM1334 ( 1. 3 10^g/mL) kft$«P 0.5vol%FBS/DMEM % lmL «inb 

T48B#F^#bfeo 48«fffl«N «f***®JKU bU ***** 

ELISA^>*:rA (T^>^A ■ ;Vf ^>^>X^) £ffll>T«ljabfco ^ 
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%cr>m%k%$&3miZ7jk?o FGF-8m00ng/mL©^T*ij&#;»fr£©^ h U v& 

0.0079) o Z.(DZh\±s FGF-8*Mfc#»i£p£>©^ b U »^^D7DWt- 

Ji^bt^So ^GF-8*SJjrtffcKM1334fci, FGF-8£<fc&3&#TOfr£>© 

lc»fji<Jbfco ^GF-8#*n£vftKM1334© 1. 3 Sfe}il0^g/mLT'<DWJ*{is ^ 
frl^*l72, 74. 100%trfeofeo bfc^Ts ^GF-8<4Mftifafc©&^£J; ^ ^ 

^■b-^JKJfflflattHamiltone)©^ (Hamilton J. A. and Slywka J., J. 
Immunol. 126, 851-855, 1981) fcipbTMtbfco #!ltbfc?f MJ§S£10vol% 
FBS^^tfRPMI 1640*gife (WTs FBS^^tfRPMI 1640^«bSFBS/EPMI 1640^131" 
) 4>{C»U 10,00.0^^096"^ i;i/0««ri/-ht»SUfc. 24^t§#^ 
N #£:c;i/©J#*ift£llft*U 0.2vol%FBS/RPMI 1640 («MI¥) , £fcfcfcFGF- 
8 (I. 10g;fckil00ng/mL) £^tr0.2vol%FBS/RPMI 1640£200#I«I bfco iru 
FGF-84»#D^#:©ffUB£t&8tfT3l&i^ FGF-8 (lOOng/mL) £^t?0.2vol% . 
FBS/RPMI 1640 (0g£) x £fcfci:FGF-8 (lOOng/mL) fctfaGF-8**D!fc#KM1334 ( 
0.1, 0.3, I, 3£fcfc*l(U4g/]iL) h£^tf0.2vol%FBS/RPMI 16M§^x;K3 
200/zLmSnbfeo 48^i§#^s l£:c;V&fcD9.25kBq©[^]^^>£»Ib 

$/h (1205^— ^-71/- hs 71— ^r>3i;i/V— ^-f 7 

^ x.>^^^>^M) *Mv>Tauebfco mKtt^Nfeftfc* 6^j-roffv\ 

^©^^4 EI43«fcrJf^ 5 m^-To FGF-8^100ng/mL©m^-e^it^mM 
0-v©[ 3 H]^^^>©Sl^a^^^^Jibfc (31412) o £©di:&FGF-8# 
^t^^Jla«©^M^^i"r^f^^WbTV^^C^^^bTV^o Sfes trt 
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FGF-8*flItfc#KM1334fck i<Z)FGF-8te#tt©[ 3 H]^^ V><D$L*)&fr(Dfem%:O.Z 

M&01J4 b hmjgj^©FGF-8^«fc^iim©<£ithtrt#:fc«fcSISg . 

tmrncommtn^tzo FGF-8©»J&fc*10s 100f;fc&500ng/iDLT-*Tl\ iriFGF-8* 
lnm#:KM1334^^#^-frSFGF-8©?iJ^{*500iig/iiiLtbfeo fm&&0kflrk.b 6M 

?(Dffim*m 6 Wjs&vn 7 Wittt* FGF-8»500DgM©»Jft"Cb h^MBflS 
^©TO^-^^XOaiDa^SW^CiSJibfc (i6 0) o £©££fci:FGF-8#b 
hm^«^i5il : &iS3iit-^#ffi^WbTV>^,^h^^bT^^o tfex JrtFGF-8 
4>^#KM1334{iei©FGF-8^#'l4©[ :, H]^ 5. ¥><Dm D&«5*£>{&it£ 1 Ag/mL© 
ififlc«ft3a*6**K:«lft!lbfc (HS7I2) o bfc^oTs tftFGF-8*»tft»CD«!#6: 

£%09 5 GF-8irC#:£^ b fc»JK©lfefi 

b hH«SU^7 ^Jft#«kDfiSmbfc»JK* i e)x XffiKDXW; (Tanaka A. et al, 
Cancer Res. 58, 2053-2056, 1998) CtfcW^ 7>f >^Dfr£ftMKU iftFGF-8tri 

4J3^©»JWJjffllS"eFGF-8*SHItST?«)ofco bfc#ot\ FGF-8fc*b h^MC^SE 
TSifctfSmSftfco £fc> ^GF-8fcvffc£ffi^T b h Mg0 U 

Hm^iJ6 FGF-8©M«SrtaXfc:<fc*ilflSifeOSI3l 
FGF-8£ffl^Ts Sprague-Dawleym^^ b (Sites 75Sifk B*?-* — ;i>* ■ 

fc3&S«fc5fcl^3SA«l« (^lllllti) SfflVvrW«bfcFGF-8Ss ^ 

hJ^Pg&ftfc 50ALaAbfco 5taA««[*aiHfllrtC 50/zL&Abfcf¥ 

£s&frfco — i¥fc£3E£bfco FGF-8 Sfel44IM^X3 Bft^N Yamada 6 
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<DJ5& (Yamada A. et al., Inflamm. Res., 49, 144-146, 2000) mm 
g5^j£0.38w/v%^>^-b U^A^W©^S^^30/zL-t:?5fe#U 

m$mm*<D7 U n ^ y ^ U * >fi£H«J 1 £13*2© DMMB &tdTM^ Ufc 

?Vlj>(Dm&*m-?o FGF-8 ©&A£J;tK H^^SS*©^^^^ 
*>«JKl±x 4lMt^Ol.9^t±#bfe (P=0.0034) o £©£2^ 
FGF-8 ©&AI- <fc 53 W^©i#©«^ r 'J * ^#$P#/uit~£ - h bT 

m 9 hi±^ v w >m4b&<DmMwmm*m-r 0 fgf-8 ©txti^ &g 

#©M&s £M&iM!&&Xm<D 40%£{£Tbfc (P=0.0454) 0 £©£fcfc*s 
FGF-8 ©&A£<fct>s J^M#©5fe^JCJi-r§-^*^bTV>ao bfc#oTs 
FGF-8 fck £f*fc^TH«mfc*£R»U H«lfc#©ffitt*§l 

^£#17 • :n^-^>W^^7Vl/T-©M5 

• n^-yvHflWE^l'fctx DBA/1J m^^X (ittts B# 
• UM— *±) £ffl^Ts fi|tlB£©#$£ (Kamada H. et al., Jpn. J. 
Pharmacol., 70, 169-175, 1996) fc*fb\ WTOi^tbtMLfeo 

h£g£T^^> h (i 7 h D >*±SO k^TTfiffiUti^ya 
■Bts II S=i7— l.Big/mL fc«ft*«k5ft:»l»bfcfe©*x ^£ 
^©JiHWJ&ftk: 100^Lffi»bTJe^U £££21 B^£l^©^T-*i*l]& 
^^^rofeo -#iil0Ei:bfeo KM1334^#S^^{±s trt FGF-8 *«Itftfr KM1334 

*&m*ffitL wmm^^M) T?****2igM t^*j:-5fc^u ± 

fE^* • ii^-y^SMBjfe^e^©*!®*^**^ 21. 25s 28. 32s 35 *«fcV 
39 B@t 1 Bll^^iftfc 200//L J«JBrtH!#Ufc« 

s ift FGF-8 #ftlinrffc KM1334 «SftOf^to D ld^3aAffi*©**flWfirt^^fc« 
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0.5w/v%^^;v-iz;i/n— ^jgftiifttlttk 0.3mg/mL fcfc* £3 fciSJSPU ±13 
. 37- ^VHSi^^VCDlnill^ 21 BBfr£> 25 28 Bifr£> 

32 Bgs ££^35 BSfr£> 39 BB^ IBIISn #:fil00g&fc»9 lmL^PiS 

#bfeo Si^iitt: o.5w/v%^^;i/-fe;i/D-^^©^^l5l^t 

^□^#bfeo teases* zn<oMz^^-7>fm#&um®& 

its 0: iE^s 1: m^faM&M&Zs 2: ai^IBIKi:*l38£K#>5N 3: 

^(D^^m 10 ®t^-ro trC FGF-8 ^#0^ KM1334 &#S¥T-&s 42 B 1"C 
34% (P = 0.0204) ®^3lc3&M«S^3i7 > ©Wl«!l* J K«>?>tls ^©»J©^» 

ifu FGF-8 **ntfi#©i»#fc£!K mm0i*$v$\-t%z.£&x-%z>z.£ 

HB^I 8 7^-7^>f lifjS^^E ©fNffi 

7S ;h . TVa.^> VmWtfi^M&s Lewis ^7^b (fittts SMBs B# 
^■y— • U^— tt) tffi^ts Pearson £>(Dl5&. (Pearson CM. et al., 
Arth. Rheum., 5, 654-658, 1962) fcl^Ds WTO«t "5 bTf«bfc<> 

Mycobacterium butyricum (5^73 #84) £s 6mg/mL J: o 

y h^flJJSMJj&ftfc 100 //L Mlt^bfeo — S¥«8~10 Ehlfeo 
KM1334 ini FGF-8 *mtm KM1334 *£*tffi»rT?*»i*ft 2mg/mL 

fcJ*ffrb»e>3 N 7. 10, 14, :}3<fclM7BBfclB10#ffl#fc#miOOg&fct> 
0.5mL*lKKrtlft#bfco *fe^a^m^#^l3i*s tft FGF-8 «f Sltn;<* KM1334 
^©-ftfo I? t:^a^fi«[©^*l«JEt*l»!#bfco *fcBW43 > r n-;i/h bT 
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0.5w/v%*^;Wr;vn-;*$g$ftfc^$ftft 0.3mg/mL kft4^5CS»U r$> 
aA'VhiftH^MB^ 7fr& lU 14 fr£> 18 B i fcs 1 H 1 0. #S 
lOOg fcfcD lmL ^P^#bfeo ^VM/^-h«#SCtts ttfittSffclfc-Cfc 
*$£»JB*V Mx*-fe— r®50mg (B#7-f *U^U — tt») £ 0.5w/v%*?-;i/ 
-fe;i/P-^«^S^^0.01mg/mL kSi5J:5fc»l»U ^P7ity^ 

^itJg 0.3mg/mL £te%> X 5 fc»»U d 7 ^ y *»##kH*fi:iSMfb 

feo *fc«ua»-¥»i:uT o.Bw/vx^^-fe^D— 

#bfeo r. H g> fc: & Mycobacterium butyricum jp £ 

b^K^s«y^s (TK-iois =L-zi^im *m^xmm&)kiw%.^fco 

tma&*> 21 bsoi^s^i ii Bfc&vfciB 12 Hfc^-r- tn;FGF-8 4» 

jHJ^KM1334^#^-e^ T^o.;\*> MN&gS^&^Ts 69% (P=0.0010) 

45% (P<0.0001) s ^VM/^-h^f^ 90% (P<0.0001) , 7*1/ 
^yn>ft4S-Cl4 51% (P = 0.0029) ©W^^S^iiJncD»J* s B5>tLfe 
(SH12EI) o Tftte-bs trCFGF-8^fnin;«:KM1334(± N ^D7it'^tf'J 

mitten 20 B@<fc!3 21 Bi^T-© 24 Bf F^m^^Ts ^©^^^^ 

*£«!l^Lfco m*(Dl?V ziVz. J 7 U * VSfcfcs 1 fcfE^O DMMB 

36 277-282, 1985) £^T$J^bfco Ttzfc>%, ^0.8mLfcT^y 

i^^ii (lam-fb^ss) o.8mL«aDU ho°ct- 15 mmm7kfrffivtco m 

7kfrM\stcW& 0.5mL iz 1.2mol/L ©7j*fb^ h U 7Ai«§ 2mL »bT*ffl 

bfeo «4^B*&JSbfctS**0.5mL ti-r V7D;V-M lmL«]U Oxidants 

£lmLmOnbTJ;<J*#U 5^1Sfifc»*l/ft. Oxidant fttt^- h 

>J#A=zkMJ5.7gs ^^i>^=^hU^A^7K#n^3.75gs zklMfe 

0.602g 50mL MU >fV7D;V-;v 38.5mb jPS-s ££>fc^ 
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zk&ira*T ioomL hi,fcBm?^>Mmmm£s mm^m^xmmvtz7y/Y 

EhrlichlS^^ lmL »LTJ:<m#U H?&Sf£T 60°C, 20»Slfco 
Ehrlich iSHfciu p-^^f ;i/7^ y^>X7;Vrt K (Sl^^Xll^fcM) 

n.Gg^Mmmm (mmh^ftm) 2o.9mL£«Pu -y vrn/iy-;v*in^T 

lOOmL hbfc &©"£♦& So tfeKT-^U 562nm ©njb"6g£$J^b;fco 

L-tFD^>7D'J> (ffi^&ircHftSSO ©l&ft&fr£ftM£bfc#t^£ffiVA 
Tn ^VTVWDfc Kn^>?°n U >itjg£#rmbfco ^©^tf^fcry 
<j>*&s Hr^HrV^ZT, r DPDj (ffi^Mmi±M) £ffl^T$J;£bfco l£ + 

mikum^m^^Xs *^^©2.2^^±#bfc (p<o.oood dgi3in 

#C FGF-8 $>m#ifo KM1334 iS^iTrf&s U 5. S V U * >*©±#fc;fcf 

U 73% (P=0.0064) ©#3»ft«l«!Itf^&*lfc (H 13 0) o ^VM/^-fe-h 
79% (P=0.0465) ©Wlt&S^y ^^^*y *>*Ji#©OT 

M^m&tLfeo mmx&te^&s way ^j-vtwt^mxte 40%, rn*- 
v n>&#:gre& i8%©j^4>^u n-tf-a- y ^i;^>a©fs-f^to^tife (n 

14E) o T&to^K iru FGF-8 4>SI^KM1334 ^ p< V hl/^-fe- h ^l^@J^© 

i.8fg£±#jLbfc (p<o.oood (mism) » mw&vmmizm^ 

s fii^ItStht^bt^^o iru FGF-8 ^fPtrt^ KM1334 &#l¥T*y\ 

U >*©±#^^fU 41% (P = 0.0185) ©*?t&»!l# 

Be>nfeo >^o7xty *&-^t-^ 88% (p=o.ooi6) (Dmrnttm^zr* 
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g#gf(i 34%. :7V H^/p 38%©^*^^^^ U^y U> 

«0®T#l§:#>£>*lfc (H16I2) o lT&;b*K ifiFGF-8#TOftfcKM1334fcfc s p< 

{St±#bfc (p=o.ooo2) (^i7E) o mmn&Dmmicm^ # 

?g^/i:Ji-ra^h>&^bTV^o in! FGF-8 **n*ntffc KM1334 &-$mX'&, 

10vol% U >^J&§«*;1/ t U >^T*@^bfco ^©^s X *MS£gg SOFRON 
SRO-M50 (V7D>*t§SQ SJB^Tx 29kV N 4mA. 2^©^T^ X 

&P<0.05, **y:P<0.01 N ***&P<0.001 Wilcoxon Jgtftfn 



■ » 1 * 
















0.0±0.0 






4.4±0.3 




KM1334 


3.2+0.5 


27% 
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&MW - 

mm 


0.0±0.0 
4.6±0.3 






3.1 + 0.6* 


33% 




0.9±0.4~ 


80% 




1.8±0.7** 


61% 



#B£>*tfc#. (Hl^t) o ^^D7^+^^^#S¥^«33% (P=0.0362) , * 
V Mx^-fe-b^#S¥T»^80% (P=0.0006) s 71/ P— &61% ( 
P = 0.0032) ^mx^TCDi&T&m&bbftfc (^2^) « t"^fc»*»s iriFGF-S* 
jfn^KM1334{±, ^^D7ity^th'J «>Ah|5l^CD#^X^T©fST^ 

ffl^s £ «E«i31^ift fcffHffi b o W$5 JU H&jftfe & V > fc*glg|SJ&-'N© Jfitift » ffl £ 
, -K0^f>4^37'J>^t:J;!)^bfeo ^nTCD^tt, 0: ^fb& 
U 1 : «gjg©^fb£f&#>&s 2 : ijgS©^'fb£§£#>3s 3 : 4>^©^fb£ 

?<Dffim*m3mte7r,To m^mu±mmm^Mm\^ *& p<o.o5s ** 

&P<0.01 WilcoxonMtefttf&S) §^to 
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3 ft 













(mm) i 




mum) 




0.0±0.0 




0.0±0.0 






3.4±0.2 




2.7±0.2 




KM1334 


2.0±0.4** 


41% 


1.6+0.3* 


41% 



trt FGF-8 rpmtfiik KM1334 i£#irt:fci\ mmmmffiM^<DSfoM.mm<D 41%<£T 
(P = 0.0022) N &£l>*£Wtp"J3£^©JiW:fc<fc?ML^m© 41%{gT (P = 
0.0156) #J|£>*lfc (&3^) o bfc* s oT. 1ft FGF-8 +ffltfcfl«Z>»!-£fc£ *K 

^yh.-t; 3— HB^^g§^^^t£M®i^ ; e7 ; ;V{*N Sprague-Dawley ^ y 
p (*H4n 751^ B*^-V— • V>^— #) Guingamp £>©#&; 

(Guingamp C. et al., Arthritis Rheum., 40, 1670-1679, 1997) £*PbT^ 
WT©cfc-5 fc ITffgbfeo 
g^itJ^* 5 lOmg/mL £5 fc^SAttiflteJB^TMRbifc^ 3- KWR 

(i/^-7;i/FUyfW) £s h©:H&M«5rtfc25#L$£Ab;fco — IS 
& 10 Ehbfeo KM1334 Jnl FGF-8 * ftllntffc KM1334 ( 

ABtfclUk frfilOOg&fcD 0.5mL&mj^ft&#bfco £fc£3Attffla£fctt 

mm&&WL*<D yvzjy-^syvf] >m&mnm 1 fctam© dmmb %kizxm%. u 

^©^^^17|21{c^-ro t;3-p»8©axcJ:^ wfls$5fe#*s*©^ 

U 3^./^ 'J ^^P©1.6^{c±#bfc (P= 0.0014) o £© 
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^y^U#>i§Jg<2>±#fc*fbs irtFGF-8^|afcT;^KM1334^#^ii. 42% (P 
=0.0188) (DMMtmW^M^o bfc#oT. ifim-8*ffim&<D& J 3-te& 

(1) ^X®mFGF-8^*qifi#:£j^W F — VJHHJiafr & ©mRNACDW jSl 
V^^OtrCFGF-S^fntrC^^-r^^-f K— TKM1334 (FERM BP-5451, ft 
H^9-271391) ©lxl0 7 m<£ & N eRNAcdUM*- y h"CftS7r^b h7«y^ 

mRNA£$j8//gilMbfco 
( 2 ) mGf-8*ffi^^xmifc(DRmjo&WimcVM7j -7=7 U — (DftWk 
±IB (1) ^^#bfcM334©mRNACD5;tzgfr£>s ^ A-fe— M— cDNA£-J^y 

s M^^F^RI-MI^^^-^*^^ cDNA *^ bfe ° AZAPII^D- 

£t\ cDNA^*§20AL©MM7X^^i^ Ttfn—x>fj\sm§mmzxfrmvs 

IgG^ ^ X CDiri#:©Hii *f Jfof § $1 . 5kb©cDNA$TJ+ i: a: ^ ^ x CDUMlZttJi&T 2> 
^Jl.0kb©cDNAifK-^^ti^tL^)0.1//gll]lRbfeo =&^©^1.5kbcDcDNA$T 
#0 . 1 Ag£ <fct>*$Jl • OkbcDcDNAifitO . 1 ju.g h , ®mBmVcg&l-effiltW:ft t> is <M§ 

u 7 r Mx-^U^m, u bfc azapi i^ Ugi: £s 

j£$^<D&*r<DIxJfcML<D5 -fe4/zl^Gigapack II Packaging Extracts Gold (X 

KM1334©HiicDNA^ f=y U -43 <fcUq.jScDNA^ *)—t bT^n^ti^J8.1x 
10 4 ^h, 5.5xl0 4 {@©7T-^^P — >*^#bfeo ^m©7 7-^^fS 
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bfco 

±13 ( 2 ) Tf^iSbfcD!1334©H8acDNA^ -f X^ U — * <fct>*LiScDNA^ >f :/ U — 
0^P>^>^>^ ECLIfi^^f^m^^A (ECL Direct Nucleic 
Acid Labelling and Detection Systems, TT^A • /UJrVJ ^V^XftM 
) *fflV^TN'«^r©ffifflSifl)i*^V^ x"i7Xifb#:©C^©cDNA CHil&^XC 
yl cDNA£<atrDNA®T>i- (French D. L. et al.,J. Immunol., 146> 2010-2016, 
1991) N cDNA^^tfDNAifM- (Hieter P. A. et al., Cell, 22, 

197-207, 1980) ^XD-Xi; bT*&m U 7D-7fci<^bfe77-^^n 
->^HIIs Lt£#10^n->J&#bfco AZAPII^P-->^ • *v r U 

b5^^->*±10 ©tefflSWWWEV^ >f > • Vtf • cn^^aV (in vivo 
excision) CJ;D#77-^n-V4r7X5 pCfflkUfc 8 £5bT*§£>;ft, 
^7 7^ KC$SnScDNA©JfiSffi?!l*N • *w • ^ — ^" * 

^ v y. . 7^—$; 3 > 2 (Big Dye Terminator Kit Ver.2 s 775 4 h* ■ W *S/ 
^h.XftM) fcAlFDNAS/— *^>"tf— S^V^T^bfco -£©*gH^ cDNA©5' 
5ldWK:H*&=3 h* > iiit^^nSATGiB^I^^-r S^R©«t6tt*H«cDllA*^ 
tfX^X^ KpKM1334B7-1^3«fcOT.«lcDNA*#tf^^^ KpKM1334L7-l£#fco 

(4) mw-8#m^vxffifc<nv^®7$;mm&}<Dffiffi 

2Z.mfe£tl1t±7$>;WBfflo m&m^3fc7°^X$ r*pKM1334L7-ltC^f;ftT 

a;p^;v • >#i/X h) ^©hb^cfc^MMbfei^GF-S^fo^^xtn;^ 

KM^OHM^cfc^LmcDN^^^ ymW&}*7Uy'<i >i/—< 7 PPSQ-10 ( 
B#i£#/fM) *fflwrai&:t I* UjB^fbfc^fccJtiJ^&s # 
Ml b © cDNA&7>$} ^ ?i-)1/W&} £^tf irCFGF-8 V £ ^ tfi#KM1334* 3 - 

6 19#g #s Lfcfco^TttffiBBFt 4 fcfB«©7 > 3. >> ^IB?»J© 1 £> 19#g## 

VH*5 «fc OTL© T 3. ^ KIB51I $SB^J#^ 5 35 «fc t>*SB^J#-^ 6 H^tim b fe 0 
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^■iZT, • 3>tT^-— ^— • ^ (Genetics Computer Group) #S!0 

W gfc#CD®6!H<DT^ yffiifi^jT 5 — X CPIR-Protein (Release 56.0)') 
£BLAST (Altschul S. F. et al., J. Mol. Biol., 215, 403-410, 1990) tit) 

4>fP^^X^KM1334©VH*5 «ktra»»rgi&75. ^IB^JT&S C fc#5£B£;h, 

3;fc> mFGF-8^SJ^^^tni^KM1334©VH^ctl>*VL©CDR^, S68KDintffc©7^ 
J t OMT % Z. £ t <fc t) b fc o trCFGF-8 rpm V ^ XinrffcKMl 334©VH© 

CDRls CDR2j3<fctJ t CDE3CD7'^^^lB^I%- ! en-etliB2m#^7 N 8*5<k^9t s VL© 
CDRU CDR2*5 c tt>*CDR3(DT^ y^lB^i^^^tlia^I##10s ll:fc<fcZ>*12£^b 

( 1 ) #LFGF-8ff ftl*^ ^JrrtfcCDVH^n— Kf^DNA^^tf 7°^^ ^ b*pKM1334CH- 
H5CD^ 

#%09 1 (D 1 . ( 3 ) T-ff&nfc^X 5. KpKM1334H7-l©50ng£$&gJ i: U IB 
^J#-^13 N 14tfa«©^*lH^J^^tl^tlWr^)^DNA C^^>-fe^ h (GENSET 
) Z?'?'! £ bT^?ftk0.3Amol/Lol/Li:^^J;^ tflD;^ KODr-^^ 

°CT»2^TO^ibfc^ 94°C15#F^s 57 o C30f>^ 68XIl#^©^T*30-iM 

ecori (^ffiitttss) *m^TZ7°c-cmm%.B£^tco mRmm&T-ffu—xy 

;Mt»*»fcT#llU IW.48kb©EcoRI$rtf- (5' 3fc*BKffl#EcoRIx 3' *«<ili± 
^0.3//g|l]^bfeo 
7*^^^ KpBluescript SK(-)CD3/zgt N 10^©M^EcoRmtM0 

W©9JPS^EcoRV (SffiStttSBQ mTcx-imm&jfoZ'&fco BESJ&tt*^ 
D— ^^;V«^ci&fcT^libx ^2.95kbODEcoRI-EcoRViT>T- : &^J2/zg|lllRbfco 

±f3T» : f#£>ftfcVH£n— b"r^DNAOEcoRIifJt0.1/zg^^^^ h* 
pBluescript SK(-)S^©EcoRI-E^RV®fM-0.1/zgi:^^fil0Ail©^M7Kt:in^> 
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^^—>3> • (Ligation High. MftWmftM) £/B^T^£bfco 

U fgl80£^bfctrffGF-8p£*n3^ vtfafcCDVH£3 — FT &DNA£^ft:7^;* ^ 
KpKM1334CH-H5^f#feo 

(2) fflGY-8*ffi** ^W£<Dn*zi— FTZMk^tS?'^ X 5. K<D^ 
###0 1 © 1 . ( 3 ) X% <b titz 7? 7. 5. FpKM1334L7-l©50ng^^M t U IB 

7°^-rv-hbT^aS0.3//mol/Lh^Sct-5{c:JP^ KODX^* -^U^^— fe* 
£^©MiftBJi«£^s ^fi50/zLT^-r94 o CT'2^^Jn^bfe^s 94°C15# 

57°C30#d^ 68°Cl^P^©^T*30-t)-^^;V©PCRHii&^ : ffofeo 
litm ^®7j<fc?§8¥U 10^CDMPS^EcoRI^MV^T37°CT-mP^^ 

m&Jfom%:7j3v— 7^f)im%^m^X^-m^ ^0.45kb©EcoRIiTtt- ( 
5' 3fc«!l#EcoRK 3' 3fcWJl&¥?i;«) <Sr^0.3/zgHHRbfeo 

±l3Tt#£>*lfcVL£33— h*1-^DNAcDEcoRIirM-0.1/zg^^^^ K 
pBluescript SK(-)^3fecDEcoRI-EcoRViT>T-0.1^g^^*10 < alg>Mg7.k^aPx.s ^ 

DNA^M^fflV.^T^;J©MXLl-Blue«§^Wfemb^ m9E£^ bfc^FGF-84>fn3r 
* ^*n?ffc<Z>VL£=i— K-r^DNA^^tr^^^ ^ h*pKM1334CH-L4£^fco 
( 3 ) JrCFGF-S^ffi^^ 7 ififfc3B3g^ *-pKANTEX1334©#tl!§ 
W097/10354^I3ig©t Mbfcftfc^ffl^ *-pKANTEX93£:###iJ 1 © 2 . ( 1 
) (2) ^#e>nfc^^^ h*pm334CH-H5:££^pM1334CH-L4£/i^T 

trCFGF-8* m** ^fcfafcfg^^ ^-pKANTEX1334^WT©^fc btiibfeo 
##$|1©2. (1) T^&ttfcX^S- FpKM1334CH-H5©3 > agts 10#ji©^J 

mgiNotl C— ^- T F • W^X'f X (New England Biolabs) ft 

SO ^^lO^O^JPS^Apal (SSKtttSK) bT37°CTli$^SJJ&£i*fc 
o KSJSftS^^n-^^Vi^cllfcT^iU ifo0.48kb(PNotI-ApaIBftflr&ffi) 
0.2/zgH|lRbfeo 

^fcs t h-fb^#:^3EiM^^^-pKANTEX93CD3/zgfc, 10#^©$iJPg#^ApaI ( 

SSSiiM) ^cfcth^O#{i©$iJPS^NotI^^nbT37 0 C-elKFP^^^^feo ^ 

SJ5S» £ T # n — X V)]/niSMW}£. X frm U mz . 8kb©ApaI-NotI Wf £$J2 /zg 
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±l3T'l§£>ftfc:7'^^ KpKM1334CH-H5fi*©NotI-AEaI»TM"0.1//gfcr 
KpKMTEX93fi^©MI-ABaIifit0.1/zg^*^:»10//L©MM7jclCjD^. ^ 

pKANTEX1334H£f#fco 

1 © 2 . ( 2 ) T-f# tlfe y =y X h'pKM1334CH-L4©3/zgt. 10 

t^fttt^BU ^Q.45kb<PEcoRI-BsiWI^fM-^^0.2/zglpliRbfco 

&fcs ±f3T«t#e>nfc7°^^^ FpKANTEX1334H©3/zgfcs 10#^©W^ 
EwRI^<tt>*alJIS^mBsiWI^fflV^T37 0 CT-lB#F^S^^^•y^fco &E*S*S£T#n- 
;Wl/«M$cft>£T#lIiU ^13. 30kb<DEcoRI-BsiWIWfM-&<S2^gl§|iR bfeo 

±S3T' : f#^tbfer^X^ K P m334CH-Mffi*©EcoRI-BsiWI»f>T-0.1^gi: 
7°^^. 5. KpKANTEX1334HS*©E^RI-MWI»fM-0.1^g^^^aiO//L©MM7jct 

* KpKANTEX1334£#fco 
f#^tLfe7°^^ 5. KpKANTEX1334GD400ng£fflV\ tTy^ • • * — 9 

( 4 ) iniFGF-S^fn^ ^^0CHO/DG44^Jte^fc2?/£££gi 

±m0mm 102. ( 3 ) ^t^n^i^GF-s^si^ ^iafcmm^?*- 

pKANTEX1334^MV>Ts DHFR7tfe^^»CH0«T-S)^)CH0/DG44|BBfla (Urlaub G. 
and Chasin L. A., Proc. Natl. Acad. Sci. USA, 77, 4216-4220, 1980) £M= 

FpKMTEX1334©10//g*1.6xl0 6 «©CH0/DG44W^U^ hD^ 
u _. >3> ^ (Miyaji H. et al., Cytotechnology, 3, 133-140, 1990) fc:«kt) 
z$A^s 10~30mL©IMDM-lxHTi7-7°;i/p<>h-dFBS(10) Ca*fMS (JiTFdFBSk 
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i7y^7^i) fclOOAL/^i;vro^abfeo 5%C0 2 ^>3f:i^-*-l*r£-37 
°Cs 24BSI!M&*bfc ! »s ig^£igi&IMDM-dFBS(10) CHTit7°;i^ > h £ 
10% dFBS£^trIMDMi£tfe;i fc£ifebT£ £fc i ~2®Hi§*bfco Wtt^nzi— 
ifitim bn > > b o t> <fc 0 J§#±*S£ @J& U ±$S #©tnff GF-8 
7tft(*:(OtftlRII^«tt*TIB©#%l« 1 © 2 . ( 6 ) fc^-TELISAfc: «fc t) 

ig^M^fciFGF-S^fn^ ^Jft#:©^3a*SK«6& tlfe^ ai;i/©^HflE|j|ffl?t: 
o^T&24>>^;i/?°l/- h£*«U dhfrite^ Ji«l^**JfflbTln;frf6S** 
«H«l3«B«n?N dhfr©Plg#JT-&3*V bl^Hz-b (^7-7;i/MJs' 
^•tt«s WTMTXi:IB&T) £50 nmol/L^t?IMDM-dFBS(10)T*27aP^J§*bfeo JE£ 
MTX}§jfe£200 nmol/L N 500 nmol/L^< bs *ft*jft,©©PBT?2ffllH1*oJ&#£ 
ffV\ 500 nmol/L MIXWtt*^-r^!K«i»«c*»a»bfco ^H^m^* 5 ^ 

tt£#%#ll©2. (6) ^^-TELISA^ J; iD^J^bfeo 500 nmol/L© 

MTX^^tfIMDM-dFBS(10)igifet»ti5itqIfi^-o s ^iK&.%~m%MT 

j§^p->£KM3034^r£bfco 3&*s KM3034«¥^13^12^26Bft{tT^teff 
J&8JU£*B^*fflftBf WHF^tt^SB-b^^- (=F305-8566 B#H^m 
o<iilUm— TI 1- 1*^6) fcFEBM BP-TOaeilbTaFft&ftTl^o 

( 5 ) mw-8$*m** ^m&<DW0Mm*m^fc&fe%M 

±I3##0*J 1 © 2 Jl (3) T*f#5>tLfein; FGF-8 *»**^ffcfc*63l'***— 
PKANTEX1334 ^rfflV^Tini FGF-8 ^fiJ^r.* ^truft:©^ V WW F-^ YB2/0 M 
m (ATCC No. CRL-1662)tr©^^OT©«^bTff ^feo 

y^^^ F pKANTEX1334 © 10/zg £ 4xl0 6 «© YB2/0 hntf; 
1/—>3>&£J; D^A^s 40mL ©M^'J K— v-SFM-FBS(5) C5%FBS (PAA 
h U -X*±M) &^tr> W ^ U F-T-SFM igtifc (^>tfn^x >*±M 
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x^t^bft. 5%C0 2 <f >*At--*-rt"T! 37°Cs 24 ttRflttSbfeftx 
G418 £ lmgM t^-SiaMPbt 1~2 jlF^i&^bfco G418 jiTte^T^ 
^©^n^ffllU ^©§g&^nfc^;v£!9:t£#±?i£[I]iKbs ± 
^©tni FGF-8 ^m^^^tfii^(Dtmm^^^m 1 ©2. (6) fc^-T 
ELISA&Cj^^bfco 

i^ift* CJni FGF-8 *.?P^r^ : ?ftt&(D§m&W® 5> Hfc ^)l/G>J&H1fcfflfe 
fco^X&s dhfr «e^JB«*%jpJfflbT«i<*:|8a«*«iP***Bfl9T?N 
lmg/mL G418:fc<fct>*50nmol/L MTXS^tf^W^U K- T-SFM-FBS(5)igifet 1~ 
2xl0 5 «/mL C&^i^WU 24 e^l^lx- b C^^- (Greiner 
) *±®0 fc lmL f^ftbfc, 5%C0 2 ^ V^i^-^-P^T- 37°CT- 1-2 
ibt, 50nmol/L MTX i»tt*^-r^Jl«ilM**»3llbfco ^Kfem^©^^ 
igifr&ftfc* I )V(Di&m±mtp<Difi FGF-8 pfft*;* ^ ^©tnJC *g£-?£t£ £ #% 
#|1©2. (6) IC^'TELISAfc.fcDSiJ^bfeo 

Jg^fS^fciri FGF-8 *fp3M ^>Wfc(D$mi$M&> tlfc £ ^)\s(DW>M.UW&k 
fco^TBu ±&tmm<Djj&Z.£*)s MTX $ft&£±#M*-e\ lmgM 
©G418 N 200nmol/L©MTXS^tf^W^U F-v-SFM-FBS(5) JgiflreiiS&qrffefr 

fit FGF-8 *»^^t^*H«a-r4»KJ|ElMI|E5-D*#fco 
£8M*fcO^T\ Pl^lR^^i^^n-Wb^rffVV tfi FGF-8 #ftl3r* ^in* 

©»©«*m^wewBW**»fc- #&nfc»ii«MB«ert** KM3334 t 

(6) ELISAfc<fc£s fit*© FGF-8 »^^KK*r-r*«l^®tt©«l5e 

*fi FGF-8 tm&EJfo U#& t h FGF-8 ©SJ^r^ F bTs in FGF-8 *fn^ 

t>73m KM1334 9-271391) ©trtM^^ K J: |^bl3^JT-feSlB^I#-# 

17 t^tiS7 ^ y^fBSWk&S^T^ K*^bfco 1B^J#"^ 17 {is t: b 

FGF-8 ©T^y^lH^J© 23—46 #g©i3#J©C3fc$gfcU M«© 

fcK>Ki^^-r ya^^^DbfelB^JT-fe^o ZL<D^79- 1 

nf^o EL ISA fcffiV>£fc#>N J^T©^T^Jfll?»T;V^^ > (^#7^*^*1 

M> WTs BSA hPfclT) k03>yay-b (WTs BSA-fc^lfcl*^) 

ILL 1~^t)t>s lOmg © BSA £^tr PBS 900^L 100/zL © 25mg/mL SMCC 

C4-(N-VW ^ K*5M/) y^7 N >^ I 5 N-t 
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Yu*ct/Wi/>4 ^ K^^.^;K S'^T-T^F'Jyf-tR) © DMSO mWL& 
i^b^^TU 30 #IS»9>o< D tmnvtza 25mL © PBS T^^fbbfcy 
;t/33!#^A (NAP-10£^A) fcKl&ift lmL 1.5mL © PBS T-^m^fc 

?§ffir&£ BSA-SMCC bfco #!j#© BSA 280nm ©PJbfeST-Ml^bfc 

o 1.0 mg <D4h&Q0 1 £ 200#L DMSO *m?L, #^T* 800/zL PBS £iP£T 

5&£fc$§8?£-frfc^s Mali© BSA-SMCC «ft (BSA 2.5ng). ^ift^TT-^iP 
UT^«*C r 3«p|iB«>o< »bfe. Sife** PBS MbT4°Cs -RfoSflrU 

s^mjg o.o5%h^?.j;a^T^b^h , ;e7A^^jpbfe^ ?ls 0.22/zm 7 

-r ;i/^--e5Iufci«* BSA-flj£-#ji bfco 

96 ^x;v© ELISAM^l/-h (y^-fl—ftm ±fc&©«fc'5li:»iSKbfc 
BSA-fb^l^S* 0.5-1. 0/zgM ©MET! 50/zL/£ x^-fo^U 4°CT' 
-«IlTif^tfc 0 PBS T»&#^ 1%BSA £Hrtf PBS (WT> BSA-PBS ^ 
nM) * 100/zL/^x.;i/-TojQ^ Sfi*C l«?IHSJfe**T«#-rS®tta6*^ 
py^bfco 0.05%Tween£^t* PBS (&Tr\ Tween-PBS kDp^) 

tlW^^o SJiSStN **j:;1>S Tween-PBS BSA-PBS T 3000 

~6000{g^#f^bfc^;i/^^->^--^«^^t r IgG (HftL)#M«S*8[ 

• ZOr — X'vZTs (American Qualex) *±IO WSW&feWi*- Its 50 
/zL/^^;i/-ToJn^.s ^M-C 1 RFMS^^^-fco S/fc^©#£x;i/£ N Tween- 
PBS T*ife#^ ABTSS!ft$i C0.55g © 2,2 5 -T^y-tf^(3-ai^;i/^>^^-^^ 
U >-6-X;i/^>i)7> ; e^'>AS 1L © 0.1M (pH4.2) £$§fl? 

u Mifituc 30%a^b**zk* 1//LM ©iBi'&T?«ainb&««D * so^l/ 

ii7i;i/-roiP^.T^-fe^iJS^^N 5 W&X- 5%SDS SOuL/^^JVT-oM^. 
TMiS^Jhbfeo ■fcCgL 415nm©l!R5fcjeS«aSbfco 

3. trCFGF-STO^^irG^©^ 
(1) CH0/DG44«fi^©B^«©^«^lFtn;^©)lt^ 
##001 ©2. (4) T^&tlfciftFGF-S^fn^^^^^^-r^^TC^ 
Jffliat* IM3034 £ 500nmol/L MTX IMDM-dFBS(10)^ti&^ l~2xlO s $fflfl&M 

«fc"5t:!H»U 175cm z 7^^3 (tf^jj—ftM) £ 40mL f^bfe 

o 5%C0 2 -f >3ra.^-#-|*l-£ 37°CT* 5-7 HI@J§*U 3>7fl/i>H:lb 
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tzm^X'^m±m^m^v, 20mL © pbs nxm^^htco pbs £Bfc£u 

40mL © EX-CELL 301 igtfe (JBR ^>^>Xl±m) £#0;U 5%CO z ^>df 

37°cfcT 7~i4 nm%m&, i%m±mit®i&i,fco ^m±mx 
^u-fey^-A cProsep-As ^u^T^tio ti^^m^Xs mt<Dmwwiz'& 

V\ tn FGF-8 4Mfo^5^#:£3ji§gb;fco ^tlfcirb FGF-8 rpm** vtnfrte 
KM3034 i:«ftH-fco 

(2) nmmm^(o%Mmu(Dmmimtm<omm 

##08 102. ( 5 ) xnZtifz&i FGF-8 ^SJ^tp< ^Wfo^ffflfr SJ&JMEift 
$HB&& KM3334 £ N 175cm z 7573^ 200nmol/L MTX zf GF21 ( 

^-f*lT- 37 0 C^Ti§#bfeo 8~10 HM«f*bTlBliRbfc«NI±«i«J: ^n-fe 
#^A£ffl^Ts «f*©a»W»fc:^V\ trC FGF-8 ^Jfafc&JflMSl 
bfco f# & tl/fci/C FGF-8 ffftl^M ^tftfrttKM3334 i:^#(tfeo 
4. *|®bfciftFGF-8itrjBl^^tft<*:©|¥*f 

#%0!ll©3. ^#^tlfe^-«Kj#l«-??^ N MMb^2ffi^©Jn;FGF-8 4> 
fa** ^tim KM3034 ^cfctf KM3334 ©£• 4//g (Nature, 227,680, 

1970) izvt^x m-mMfoWitzfrV; fr*mwmmm*Mffivtco mmvtz 
&m fgf-8 tpffi** r?jjim±, ^?ti<b$m7zgk<*Tx&ttm&m isoKd 

—©/•?> j*# N alTB^T-e^ 50Ed hm 25Kd © 2 #©n> K#B«>£>*lfco 

^ti?>©^M{^ #e#:© h mm* l n© cdna ©Jaaaiia5ti3&»&*i^ti*^?" 

* (H m : #5 49Kd s L ft : ft) 23Kd s fr?-±fe : 144Kd) StU Mfcs 

IgG MOtnrffc&N #»7G^TT!t±£^P«fcfcJl& 150Kd X*b tK iM7G^TT*f£# 

^(^g© s-s m-Br&wmzti, fr?mm soKd © h§ji ^ 25Kd co l miz^ti^thfr 

fflgfriZ £^o$&^ (Antibodies: A Laboratory Manual, Cold Spring Harbor 
Laboratory, Chapter 14, 1988; Monoclonal Antibodies: Principles and 
Practice, Academic Press Limited, 1996) h— Ifebs dtU~ «fc f)in;FGF-8 

*IMbfeifCFGF-8i4i#n^rp< ^trt#:©FGF-8+^tt©Miis WTWti)^ 
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%mMmfcSC-Z(Dm-m : ??&mM<DWffl%}^ (TanakaA. et al., Proc. Natl. 
Acad. Sci. USA, 89, 8928-8932, 1992) titll^tfe, fip-fev rS^5fl.S*b 
fcFBS£2%©^T'^&DMEM:Ham's F12 (1:1)%% CDMEMJgitilhHam' s F12^ife ( 

jyvYuv^im) ^ui<Dm^m^\,tz.mm'} ^ sc-3«£3.oxio 4 

«/mL(D^JgT-^^U 150//L (4.5xl0 3 ^) ^;i/-fo96-i7 ^rv- 
M^iMbfco 5%C0 2 ^>3r.x^-*-tfn!37 o Cs 18^i§«^s 100//L/-> 
©B»fcte:&£m^T#%£ifeb;fco tflft&Jfe&x 50ng/mL©FGF-8 (RHfttSS) XV 
##^S©i?tFGF-8*Sl^^^in;#:^s BSA£0.1%T-^£?DMEM:Ham' s F12 (1:1) 
^JBifc:««?-rs^i:fc«fcDf^»bfco |g^flg©tfafc£bTW001/64754fc: 
i3H©t b^ft-f >CCR4fcI^f•r^^r^^^^i^KM2760$fflV^fco 5%C0 2 -f 
^-*-F*n?37 0 Cs 48l$HttiegU iffefcrabfeMi.^ffii:3£mbs £££48 

KfM^ibfeo wst-is« (n^o-ttiR) *io^L/^i;i/-ro«anu e<ifi#b 

T5%C(Vf >*a.^-^-|*)T:37 0 Cs lB#IHt&*^ IR#J& (OD^/eso) *«I^bfc 
o Sg21l3«^T.> «Wtt«JObfc'Jn;<*:«SN ^$ftii50ng/mL©FGF-8©^©^n 
I^CDiiSttl^f-r^ffi^rJiJi (%) £^1"o 50ngM©FGF-8©*©^Ql$©iiaifc 

*fr§ffi^J-ii5® (%) fcTFfao^cfc bum^ftfco 
(sO FSF^aHrafifCJiJifc^-rsfflMiiJ* (%) 

(fgf-8 (D^mmmcDm^-m-s mmi^mm^^so }x 100 

3121 ^fc^bfc£-5fc:> tft FGF-8 (frm*^£;*tnrffcKM334x in! FGF-8 tfftJ*^ 
^£vfc KM3034 * <fc V KM3334 » N mm<D SC-3 «ii?IPfi^£t££^ b 

, ^7 tnrffcfb «fc £ 4>*U?S'I£©{£T fcfcgK tf> £> *i & o fc «, 

1 . ^FGF-8^CDRj^*tin;#:©VHj3«tVVL^=i— K-TSDNA©«^ 
( 1 ) irbFGF-84»«lCDR^*tin;^:OVHj3<fc VVLCDT 5. >> ^13^J©lgt^ 
• ^FGF-84^CDRSffi^*©VH©T=; ^MB#I££rF©tSftfc bTlStl-bfe 

o #%#>J 1©1S ( 4 ) Tl^^bfeJrffGF-8ft>fnV'>Xij : L#:KM1334©VHcDCDR©T 

y ®6*n©^3&t h^©VH^^©7'5 > y^iB^J©^I^t4^^3«(D-9- 
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-ftDx,--? (hsg i-iio c^su Hfcx *nt>&v7y»-7m!z&mmm 

7- ^ y^IB?!J£i£ii"f 3 - ^ bfco J; tg^CD^V^trbFGF-S^SJCDR^ItifL^^ 

?>JCDFR©T^y^I3#J©5tK KM1334©VH©FR©T^ y^l3^!Ji:g%^V>Jje|BH4 
^*-r^FR©T^y^iB^J^31iRbfeo fg4^£fc£s ffil^t£©^3£l!l£^bfc 
o ^4^^^bfe«^s KM13340VH^©FRCDT5;y^iB^J{*-9-^;V-^I^g 

f§ 4 ife 

fc bJrC^OVHcD^^^— X©#S@B?!J©FR©T* SWWMh 
KM1334GDVHCDFR© T ^ ^ B£IE#J ^ ©*@ I^Itt 
HGS I HSG II HSG III 
79.3% 51.7% 59.8% 

©^^&afc^GF-84 3 f0^^XtrL^KM1334©VH(DCDR©T ^ ^ ^la^I^fltb 
s !S^J#^18tf3®©tftFGF-84'fnCDRS*itn;#:©VH©T 5. ^ miS^JHV. 0£tgff-b 

^FGF-8^CDR^^^©VL©T5: y^lH^J^J^T©=lti-bTlSstbfe 
o ###1 1 © 1 • ( 4 ) ^|^^bfe^GF-84>in^^Xini#:KM1334©VL©CDR©T 
5. y ^iB^J£^fit"r 3 t h JfrffcCDVLCDFR© T ^ y @£IB£!l ^MiR b feo ts^ 
V h »I©lf htft#:©VL£^©T5. y^iB^J©^I^H4^^> 

.y-^^„^ (hsg i~iv) ^^nbs Mts ^M^y^)V~-rm\z.^m&n 

^-T-CD^haiiB^ijOFROT^ yWWM<D5 t>s KM1334©VL®FR©7 5. y^MB^J h 

g £ ^v^nott^-r &fr© r s. j wmm b &<> 
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i5gtit mm&<D&mm&*™\stto fB5m^mLtzm^ kmi334©vlcd 

m 5 m 

KM 334CDVLCDFECD T ^ J WW\ h (Dm ITO 
HSG I HSG II HSG III HSG IV 
66.3% 83.8% 66.2% 73.8% 

^J©3S^^gfc^GF-84»lD^^^^#:m334©VL<DCDR©T ^ J WMM^m. 
U 13^J#^19^|B«©i^FGF-84'#aCDR^*tti i L#:©VLCD7'^ y ^IB^JLV.O^^fi- 
±IBT'iStf bfc^GF-84'fnCDR^*tin;#:©VH©7' ^ y^IE^JHV.O&cfctmcDT' 

j wmm* mfe? %> ^ t. b & 0 

±fB^igffbfe^GF-8^fPCDR#^#:©VH©T^ y^iBOT.O^ct^ 
VLOT^^^lB^JLV.Ocfc !)&&£ftfrV&tt (HVOLVO) CDH#^5#f?i£n > fcTa.— * 

^AbM C^-y^^^^— h* • ^Elx^^-^— (Oxford Molecular) *±iO £ N 

7n^3i©^^fc-ov^T(iV7 b^iT'Pro-Explore h* • tu^-j. 

7—l±m) &£W;i:RasMol C^^V (Glaxo) *±Sli;) ^ffi^T^n^tL^©^ 

ffll£BJ«lC^V\ frofco ^GF-8^^^^t^#:KM1334©V^(DH^ 

^©3>t:a.-^-^5 : ;i/^[^I1i^bT^bfeo M£s HVOLVOOVH&^LFVL 
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C0H^7n^3i*Jt^bfeo HVOLVOCDFRCDT^ y^aS©^T-irC^^ 

HV.0fc:fc^Tl2#@<E>Lys, 13#g©LySs 40#@©Ala. 41#g©Pro. 48# 
@©Mets 68#@CDVaU 70#g<Dlle, 74#g©Thi\ 76#a©Tlii\ 82#S©Glu 
^ 87#a©Arg. 95#gCDTyr£s LV.0fc:fc^T2#S2>Iles 3#@OVal s 14#g 
©Thi\ 15#g©Pro. 50#gCDGln s 51#g©Leiu 92#g<DTyr£31iRU 7 5.; 

&Lt£v«>;^#:M334fcJi,£>fri&:^ ^aS^f Is ^^^^^#1"^ t 

Jl-ffcftfc&s VH^bTfcis 12#S©LySs 13#g©Lys, 40#g©Alas 41#g© 
Pro, 48#g©Mets 95#@cDTyr©6^£^;jve*i x">^irL#KM1334fcm&n^ 
T^y^^T'fe^Alas Arg. Arg. Ser\ He. Phefc^bfcia^-^OSzfBSS 
®^yI?IE?!JHV.6£i£§rbfco VL^bTtts 2#g©Ile s 14#g©Thi\ 15#g 
©Pro, 50#gCDGlik 51#g©Leiu 92#g©Tyr©6^S£ ^ti^tL v^inrffc 
KM1334^B5>^^^^ y^*-?!fe&Vals Ser\ Leu. Lys, VaU PheldE&^bfc 
IB?iJ#-Sf 21 fcf3*B<D T 5. J ^IB^JLV. 6 £ l£9f- b o 
(2) mFGF-84rfnCDR^I6irti*:cDVH§n— FT^DNA©^ 

#%#|J 2 O 1 Jg ( 1 ) T'tSth bfeSWGF-8^fPCDR^|t^OVH©T 5. J 
— b*^:g>DNA£PCR£ffl^TOT©1f ^bTli^bfco 

£"fs Igitbfe^^ y^iB^lli3^GF-84'fn^^^^*m334©HII©^^^ 
^-;HS^!J (13^!i#-^2© l~19#a©T^y^lB^J) £f^(ffc° &fcs 

U ^f^-IS^ K>&Sfe£bfco SkSbfejUS^n K>£SKfcfTs 
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©5' jfcmtz'^Kitb {h&mft&m** #-^u-->y-rz> utixommm 
<Djsm. 3 5 *^st:Mi3^^ M4 (^gattftso (Dmnhmwmftmmzmnv 

DNA^b^fifcbfc (*;x>tyhtt») o 

K0D#U^ — -ift:aW?rcO<!6ffl|ttB8#fc^V^ 0.1/zmol/L<D#^DNA s 0.5/z 
mol/LCDM137°^ ^-RV S 0.5^mol/L©M13r^-r ^— M4i3 <fctf2.51Nfc©K0D# U 

feo fiJ6*f*fck 94°CT*5^^P^bfe^ 94°C7?30#BBs 50°C-C30g>IHs 74°OT 
60#P^©-y-^ & ;1/£251tM PJVfr \,\ £ £> fc74°CTf5^IHilP*ftUfco 
^y-;v«fc!8bfc^ «S*fc**U 10^©$tJPW^EcoRI*5ckt>'10#^©M 
M^Spel (3SB$t*t«Q *fflV^T37°C , r-mHSliS*"&fco ®KJ5&*££7'#P — 
^^VSfw&i&fcT^iSU ^0.47kbg)EcoRI-SpeIjffM-^^J0.3Ag[Il^bfeo 

3/zg©7°^^^ FpBluescript II SK(-) Uh7^^->ttl) fc^ 10 
i£{ft©MPI@NtEcoRI& J; t^l0^>f4©MRB^SpeI * 37°CT* H$IB£Jft$ ^ 
S/fo* * T # P — * ?)VnMMM} £ X frU U $)2 . 95kb©EcoRI-Spe I $T Jt £ $J2 . 9 

±IST»# 6 nfctrCFGF-8*fpCDR^ffiin;^©VH^ P — K T 5PCRg#MD 
EcoRI-Spellfr^O.lytzgh^^^S: KpBluescript II SK(-)©EcoRI-SpeI®rM-0.1^ 
gfc*£*10#LCD«Mcfc:iin;U 7-fy->3> • >vf£fflWT3i*gbfco 

SO SBJMEtfebs ^R£&tt©10ffl©*P— Vi!)^^;*^ KDNA&MSIU 

^■t^mZZmi^Lfcy^ 7 $ h*pKM1334HV0£f#fco 

£fcs #%0!)2©1. (1) T?Sfhbfc^GF-84»«lCDR^«ltn:^©VH©7 , ^>' 
^IB?!JHV.6£:=f — b*-T3DNA^ ±IBHV.0£p — Kf^DNA^^^ bTaSthb ( 
IS3W§-27) s 12^J##28~31^-riB^J* i ^^^4*©^DNA (^x>t^ 
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( 3 ) irGFGF-Sft'fPCDE^Miri^CDVL^n— Kf^DNA©^ 
#%09 201. ( 1 ) T-ggff- \sitfflW-S$mCDmte&{*<DVL<DT $ ^ ^iE^J 
LV.O^n- K-T^DNA^HV.O^n— h* ~t SDNAfcl^filfc: bTlSif-bfc (!B^J#-^32 
) o fe^U ^SDNAOffttfCDBk #^>^-;i/gB#J£bT&> irbFGF-8+fq v>> 
^trO#:EM1334cDL0CD^^^;ViB^J (@E^J#^4CD 1 ~19#g©7* ^ y>KIB#l 

^Jfr^&£4#©lirE£DNA (^iVtyFltl) £ffl^fcPCR£cfc LV.O£=i-F 
•T^DNA^^bfeo pKM1334HV0i:lRiacD^®$J:Ds LV.0£n- KT£DNA£^ 
ts7^X$. KpKM1334LV0£f§fco 

Sfcs ###1 2 © 1 . ( 1 ) TigffbfcirCFGF-S^^lCDR^ffi^cDVLOT ^ J 
^13^JLV.6^n— K-T^DNA^LV.O^zi— FT&DNA£|qJ«lk: bTiSifb (IB?!J# 
-*§37) s n^niB^!J#-^38^ £> 41 <DWM £> & 3 4^©^DNA ( V ^ > -fe «y h 
*±®D £^T±lShl^£bTPCRt<fcD;it0ilbfco pm334HV02i|II]«t<E>jS®& 

LV.6£n— K-r^)DNA^^tp7°^X^ KpKM1334LV6£?#;fco 
2. ^GF-S^WCDR^tein;^^^^-®^ 

W097/10354^f3«O t Mb^fliiffl^ #-pKANTEX93h###!l 2 <D 1 . (2 
) &=tt>* (3) T*t#?>tifc^^^ FpKM1334HV0*5<fct>*pKM1334LV0J:§MVATtni 
FGF-84>TORS®ftf*3S3i^ * — pKANTEX1334HV0LV0£ JBTFOlBfc btti b 

o 

###|J 2 CO 1 . ( 2 ) T-f§ £ ftfc r 5 X ^ FpIM1334HV0<Z>3#gC N 10#{£©$!i 

Ufco ««^7^D-^^HMltt^ltv ^j0.47kbcDApaI-NotIifit 
&$j0.3/zg|I]l&bfco 

&fc s t MbJfc#3B3UI§^* — pKANTEX93©3/zgfc: N 10##©f&IIKB£&AEai;& 
tflO 3Mft©fBII&B*SRNot I £37 0 CT- 2 -frfc o 7 # D — * W« 

fj,&»fcT#BU ^12.8kb©ApaI-NotIiTM'^^2//gII|iRbfeo 

±f3T'f#^nfepKM1334HV0S*©MI-AEaI^f>t0.1>agi:7'^X^ K 

pKMTEX93S*©MI-AEaIKM-0.1 > agi:^^alO/^L©«®7J<(-i^^^ ^-f >f— 1/ 
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^T*j^@DH5a«£l*|lfeglU ^230^bfc^^^ F pKANTEXl 334HV0& 

###|2©1. (3) T-fi&nfc:? 0 ^;*^ h*pKM1334LV0©3;Ug£, 10# 
te©^J^^EcoRISt>*10#{5iCD^JlS^BsiWI £ 37°CT* lH^S/foi* o ^M/fo 
t$7^D-X^;H^titt^Bbs ^)0.45kbCDEcoRI-BsiWIKT>T-^^0.3Ag 
EJ&b&o 

EcoRmt>^JRS#^BsiWI £ 37°C T* 1 BSHg^Jfo £ o £ T # n - ^ 

mMmzTfrmis, ^13.30kb©EcoRI-BsiWI^fr£lfr2/zg[I]lKbfco 

±|3T-#^^fepKM1334LV0fi^©E^RI-BsiWI»fM-0.1//gi:7 o ^^5. K 
pKANTEX1334HV0S*©EcoRI-BsiWI®fM-0. lust ^^*10 < aL©M®7k^JPx.s ^ 

pKANTEX1334HV0LV0£#fc o 
% t>tlfc7^X 5. K©400ngfc*fbTs Ks»^- £V • * — * # — • =*9> h 

f; fes 2 © 1 . ( 2 ) T*f# ftfc 7 5 X ^ FpKM1334HV0:£ J; ^##00 2 

©1. (3) nfc^;*^ KpKM1334LV6^ffiV>T±I3^lRl^©^^cfc!9 

s — P KANTEX1334HV0LV6^^b7co 

£ fcx ###1 2 © 1 . ( 2 ) £ tlfc 7^ * S KpKM1334HV6*5 <fc 2 
©1. (3) -^m^ntcy^X^ KpKM1334LV6^fflV^T±IBh|sIil©^^3ct D 
s #13^ ^ * — pKANTEXl 334HV6LV6 £ mm b o 

2 © 2 . T?# £> nfetriFGF-S^lnCDR^tein;^^^^ ^ — 
pKANTEX1334HV0LV0s pKANTEXl 334HV0LV6. pKMTEX1334HV6LV6£^^ftffl^T:& 
@^FGF-84'^CDR#^#:©YB2/0m-e©^^^§±f3##^J 1 © 2 . ( 5 ) 

4. JfiFGF-8#fnCDR^^©M§£ 
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#%0d 2 © 3 . £ tLfc^atn; FGF-8 *ftJ CDR ^mtM^-^MT & YB2/0 ^ 

I3##0!]l©3. (2) fcf3®©^££#£V\ fTofco pKANTEX1334HV0LV0 
AbfeBH^^S^OtrC^^HVOLVO, pKANTEX1334HV0LV6 ^iXbfe^Sfei 
^fi^©inrffc£ HV0LV6s pKANTEX1334HV6LV6 £#Abfcff£!B'l£l»lS3fc©^ffc£ 
HV6LV6 b^ft^tiZtttttzo 
5 . HtS£ bfefci, FGF-8 CDR ^tififtOi Ut 

2 © 4 . T# £> nfe#«irt FGF-8 CDR ^fcvffc© SDS-PAGE £±13 
###|1©4. fcfBi&©#ffi£t£</\ ffofco -^cd^n V^n©iriffc&IEb^ 

. ###J 2 © 4 . 1?» & tLfc^aiJ^GF-Si+'SlCDRSffiini^^FGF-S^^-r £ *££*B 
tefck ±iB###!) 1 © 2 . ( 6 ) £iESs©ELISA£ «fc D ^ bfco Ptt^tM^ b"C 
s ###11© 3. (2) ^nbtlitW2/m&&&<DfflW-Wft**^in>i* 
KM3334£ffll^co *©lBf**«24iaK:^b& 0 024Elfc:^bfc«ka ^TtUD 
mW-8*ffiCVmmftfc % s KM3334 £ H«£©FGF-8*g-&?St£ £ ^ U CDRSffifb fc: 

7. ^GF-84»SlCDR^*^#:©FGF-8K:*f-rS5jS^Stt©«!lS 
##09 2 © 4 . Tf» & nfe#a^GF-8*^ICDR^*ttni#:©FGF-8{c:M-r 

DiHttlttSfefes BIAcore 2000 {XT^iT (BIAC0RE) #380 £fflV> 
T#a^GF-84'^CDR^ffi^©FGF-8{3^f-rS^^tS^WT©«k'5 UTSiJ^ 
s it^Ufeo »itbTs ###!]1©3. (2) T?#e>tufcYB2/0«BISfi*© 
irLFGF-8J4Jf0^r^ ^•fcKM3334£^/'co 

UT, V>7)\s<Dmi&&VmM#®1SM5®l£.VXl± HBS-EP 
) ^^fflbfeo t>W?7 CM5 (tT73 7tS) £Hr y b 

lOmmol/L MMlffitt (pH4.0) £fflV^T 31.25>ag/iiiL fc$gf#bfc FGF-8 (R&D 

(RU) *Jg*£bfc@£Mtt4498RU'Tfcofco 
FGF-8@^b7P— te;Vfc20#L/#©«tf£-C> &ffitrb#&*£60#L$&&DU 
©m. S^tlDilM^^-^-bfeo fl?*!RJfo&N 20/zL©10mmol/L 
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Glycine-mmmW. (pH1.5) *2|liaibt7p-t;i/iClJDU 

££^fco Z<Dy-J?J>'ls*&mmm. (50-0.068/zg/mL) ©^ft^fco^Tfr^ 

&ttmt VTm\cMT%**^lnmm7l (ShitaraK. et al., Cancer 
Immunol. Immunother. , 36, 373-380, 1993) £ffi^T#£ tifc-fe #5 A£ 

^atrt^o-fe ^^A^^bfco -te^-^A^Bj^fr&ctdfcs v>-r 

C^WS/^;i/ (RU) } ©»*%Jt«-r*cfcfi:<fcDx frofco *©«g*x m 

HV0LV6&, KM3334t^©lftV^-&KliSS^Ufeo — #x CDE^IittftftBVOLVO* «fc 
tJHV6LV6& N KM3334*5J;t>*HV0LV6i:J:b^bT^ z FfgV^^Mii&^^bfeo W±© 
^}±^ ELISATtt^^n^^ofem^CDJ^^tt^Jt^^BIAcore 2000&M 
V^£££cfcDqTtiT&3£^ ^bts VL©FR©6TS>>K^©afc&fc<fc!3N 

CDR^te^#:©^rStt^^^vm#:h^u^;i/{'lHimr§^h^^bT^§o 

HV0LV6£KM8037hfft£bs tfcs KM8037SlS^1-SYB2/0«tBiaS*©^Ktel&8BI 
J»*|Hl^{-KM8037h^bfeo ?^®^miB»kKM8037{±¥^14^6^20H 
<t(tT'^S:fTjgt^AII^W-^W^m WW4«*IE-b>^- (=P305-8566 B 
< SM-TI 1-1 #ffefg 6 ) JcFERM BP-8084t bT^fB^nt 

3 ck b &mm&(Dm^mw-8rpmmmmm(Dftm: ( 1 ) 

###|2 (Dl&m& £K VL©FR£ ^«>^Jfi:#3M1334**©67 > ^ ^ ^£*©Qfc^£ 
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o 

1. VLtDT^y^lB^JOiSth 

LV.4-1-C&S 2#@©Ile. 50#g<E>Gln, 51#g©Leu. 92#gcDTyr©4^*£ 
^n*n^^^tft#KM1334fc:B&ttaT^>'KSI3£"C»aValx Lys, Val. Phefc 

LV.4-2T-&S 2#@CDlle. 14#g©Thi\ 15* g ©Pro, 92#@©Tyr©4^£ 
^tl^tl^^X|fG#:KM1334fc:Be>tl^T^>'^aS"efeSVal> Ser. Leu. Phe£ 

LV.3-lT*&s 2#gCDIle, 51#g©Leu, 92#@©Tyr<D3^S£^ft^ft^;* 
&fl^334fcJlk*i£7^&B£'r&*VaK Val. Phetafe^bfco 

LV.3-2T*&. 14#g©Thr s 15#g©PrOs 92#g©Tyr©3^»£^ft^*V^ 
Xifii#:KM1334lcBe>n^7'^^^BST-feaSer. Leu. Phe££«b£:o 

LV.2-lf{is 51#gCDLeu. 92#g©Tyr©2BS£^:ft^n^;*^KM1334{;i 
Be>^aT^y^a»T'fe§Vals Phetgfc^bfco 

LV.2-2t?tts 2#g©Ile, 92#g©Tyr©2^&^^tl^tl ^*tntffcKM1334tc: 
B^ti^T^ y^B*T-££Vak PhefcE&^bfeo 

LV.4-ls LV.4-2. LV.3-ls LV.3-2. LV.2-K LV.2-20T ^ 7 
lB^y«42~47{3^ b fc o 

3 — h* -T SDNAfcmT© £ o £ btii b fco 

(1) LV.4-l£n — KTSDNACD^ 

LV.4-l^n— F-T3DNA»s *MWBfflttMs 34. 40. 41©E5!I#E>&S4 
%L(D&mmk (S?3i>-fey bttK) &EV>T##082©1. (3) fciB«©#i&fc 

pKM1334LV4-l^#fco 

(2) LV.3-1&3— K"f £DNA©fllSi 
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##002© 1. (3) TZmt>ntz7*5X^ KpKM1334LV6©50ng£t#S£:U M13 

^7=,^-?-^ bt if&i§^0 . 3//mol/Lol/L i: ft £ £ ? £s K0D# U A 5 — If £ 
^ft©^ffi^«^^^s ^:*50>aLT-^-r94 o CT2^P^n^libfc^ 94°CT'15# 
Sis 50°CT-30#^s 68°Ctrl^P^©^©-9-^^^'r*35-y-^^;i/©PCR^6 : ofeo 
KRJfcift£*t»bfc&> «®zKfc*«¥U 10#{&©MRgg£fgKpnI (SMitttM) 

— *^;i/«Sl8cl&fcT#lIIU m22kb©M-^IBftJt£^3£dg|I]l&bfco 

3© 2 . ( 1 ) T»e>tbfc^^ 5. KpKM1334LV4-l©3^g^lO# 
'(iI©^JPS^KpnI§fflV^T37 0 CT*m^ji&^•^^^o BLRJfeSE&Tifn— ^-Jf;i/« 
MKlfct^iBU ^j0.21kb©KpnI»TM-^^J0.2/zg|lliRbfco 

<*£>£s 3/zg©:T^5. FpBluescript II SK(-)ts 10#ffi©$JRBi#fjiKpnI:fc 

*£U3cI& fcl T ^® U 3KI2 . 95kb©KpnI -Spe I if M" § «52 yUgEiK b <, 

±IBT*#e.nfeVL DNA©KpnI-SpeI^rM-0.1^gs 7"?*$. FpKM1334LV4-lS*© 
KpnmfrOAugs &£V7°^X5. FpBluescript II SK(-)S^©KpnI-SpeI©fM- 

o.i/zg%±«io^i©««zkfc:ip^ 7^y-s/3>'^wtaiife. - 

U &26iafc^bfcLV.3-l£:3-l*TSDNA£$tt:r^;*^ FpKM1334LV3-l£#fe 

o 

(3) LV.2-13&3— K-TSDNA©^ 

7*7^^ KpKM1334LV4-l©^fc t) 2 © 1 . ( 3 ) 7?» & tbfc ^ X 5: 

KpKM1334LV0£ffl^S£W^ ##0!) 3 © 2 . ( 1 ) Cf3«©^i:^©^?* 
-T% LV.2-1%=3— K-TSDNA^tf^^^ FpKM1334LV2-l% : f#fco 

(4) LV.2-2*3— K-TSDNA©*!^ 

bTiB^!J#-^48fcfBtt©^DNA©^t> t) (3i2^J#-^49tfB«©^ 

^DNA^fflv^wwis ##^ij3©2. (i) izmm,(D^tmmo^mx^ 

LV.2-2£n- F-r^DNA^tfT 0 ^^^ KpKM1334LV2-2£^fco 

(5) LV.4-2%3— F"r£DHA©*t^ 

3 © 2 . (4) T'#e>nfe^^ ^ KpKM1334LV2-2©3/£g^l0#te©ftiJ 
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tCT#@iU ,^3.16kb(DKEnI»fM-§^J2//g[l|iRbfeo 

##002© 1. (3) T-f#?>tife^X^ KpKM1334LV6©3^g^lO#>tii 
©ftJiWfSKpn I £ ffl V ^ T 37°C X m?3RJfo £&tz 0 %TiJv—X f^mM* 

&t&£T#lJU ^j0.21kb©KEnI^fM'^^0-2>agtfillRbfeo 

±I3T*#^tbfc^^^ h*pKM1334LV2-2S*CDKEnI»rjt0.1//g^r^^^ K 
pKM1334LV66*©KpnIir>^-0.1//g^^^filO//l©MM7J<^3^^^^ ^— S>3 > 

5?* 5; h-pKM1334LV4-2^#feo 
(6) LV.3-2^^-K-raDNA©^ 

##•00 3 © 2 . ( 5 ) X*<® % ftfc 7? X 5. KpKM1334LV4-2©3/zgJ^ 103M&© 
M^fRTthllll (^M3£*tS!0 :fc<fc^XmnI (-a— • ^ K • /W^"^^ 

U ^!2.24kbcDTthlllI-XmnI^fM-^^2/zgll|lRbfeo 

###ij 2 © 1 . ( 3 ) T"# tlfc 7°:? X 5. b*pKM1334LV0£D3/zgfcs 10# 
{4©MPS^millI^<fc^aimI^37 0 C"elBtP^JJ&^-arfeo ^LKii&^£^#n — 
^^;i/mM^ft{3T^iBbs ^l.llkbg>TthlllI-XmnIilT>T-^^Jl//glllJRbfeo 

±IBT- ; f#^tbfc7 0 ^^^ Kpm334LV4-2fi5l5©TthlllI-^!nIifM-0.1/zgi:^^ 
X 5. Kpm334LV0fi^cDmillI-MifM-0.1/zg^^^«10/zl©M®7jctJPx. s 

-T§DNA§^t?7°^X^ HpKM1334LV3-2£f§fco 
3. inJGF-Stt'faCDR^fitin;^^^^-©^ 

#%#!l 2© 2 . -£#£>nfcf£5l^*— pKANTEX1334HV0LV6©VL§3— YTZ 
DNA^-atfEcoRI-BsiWI^fM-^^^J 3 © 2 . .f^bfe^S-SVL^n- H1-&DNA& 
^tfEcoRI-BsiWIjrM-T-g^-r^) £ hfc<fc !^ #»VL&3- FI-^DNA^^-T ^Sru 

pKANTEX1334HV0LV4-ls pKANTEX1334HV0LV4-2 s pKANTEX1334HV0LV3-ls 

P KANTEX1334HV0LV3-2s pKANTEX1334HV0LV2-l, pKANTEX1334HV0LV2-2©6«^^^ 
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pKANTEX1334HV0LV0*5 J:^pKANTEX1334HV0LV6s ###J 3©3. £ tlfc^g-TOi 
FGF-8^CDR^t^#3g3l^ ^ — £M V ^S^GF-84 , ^CDRl£te£ ! b'f£CD 
CH0/DG44TOT*©^^^±i3##^J 1 © 2 . (4) £fE*SCD;S&S£fi£V\ fr 

5. tnlFGF-8^lPCDR^Itin;^©mM 

###y 3 cd 4 mxn h tifc&mtft fgf-8 >f #n gdr &w$m : &%M'tz> 

CH0/DG44 ttS*CD^S^^*CDt&#^t>*±?f £> CDjri FGF-8 CDR T&WGi 
#:cD*iM*±f3#%^J 1 CD 3 . ( 1 ) fcfB«©:fri£fc:8£V\ fro 
PKANTEX1334HV0LV0 §#AbfeM^ft*0^S HVOLVO/CHO. 
PKANTEX1334HV0LV6 ^^XbfcTBKfei^S*©^^ HV0LV6/CHO. 
PKANTEX1334HV0LV4-1 ^^Abfe^^fe^S^CD^^ HV0LV4-l/CHO s 
PKANTEX1334HV0LV4-2 %HXbfc^«te«IScS*©tn;fr* HV0LV4-2/CH0 N 
PKANTEX1334HV0LV3-1 ^mX\^tcMWmm^<Dm^^ HV0LV3-1/CHO, 
PKANTEX1334HV0LV3-2 SiXbfcMfe^fi*©^* HV0LV3-2/CH0, 
PKANTEX1334HV0LV2-1 **Xbfc?&K<EljM***©tft** HV0LV2-1/CHO, 
pKANTEXl 334HV0LV2-2 *«Xbfc^JME^fi*©tnifr* HV0LV2-2/CHO 

6 . iWSSJbfcK FGF-8 «£*0 CDR ^trC^CD^ 

3 CD 5 . £> tlfe#ffiin; FGF-8 CDR ^UttnrffcCD SDS-PAGE £_tfS 
##$11 cd 4. fcfB*J©#$Sfcflfc^ frofeo ^cd^JUs v^f^frcDl^;^fc i kIEbV^ 
^jgCD^^ilbT^^tls froMM£tifc£^«l££tlfco 

7. BIAcoreM-f^-feV-b— (C<fcSs ^FGF-84<fnCDR^I^CDFGF-8fc^&f£ 
l^ttcDiM^ 

3 CD 5 . T-ft £> tlfe#atrLFGF-8^fOGDR^^CDFGF-8t3M-r **5£iS 

KJ;f)#l«lft^;^ BIAcore 2000£J3VAT#ffl^GF-8*fnCDR^» ! b 

#©FGF-8fc*f"rS*fr&*St££N FGF-8CDg&#^:7°?- FT^^-fb^ 1 CDC5fc$&l£ 

tf^>=illf$bfc&CD£ffl^Ts J^T©«fc5£bT«J5& Jtiibfco l^tt*)^ 
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LTs 1 © 3 . ( 1 ) -ef§e»ttfeCH0/DG44«**cDjfGFGF-84 1 ^a=3rP< ^tfb 

CW«ibfcC^lf^>»l8l'fb^l*5>tzL«JnUfco 5/zLOlOmmol/L 
^U^>-tratS« (pHl.5) *2®5i^bTiSaiDU ^y^*lfft«s^Ufc« 

FGF-8^r^ h*@^b7D— fe;i/£20/zL/#CD$t?iT% #ffitfi#$S*S£60AtL8l 

snu ^com. 3fr^izm*)ffiM%.ji&* ; E-*—\sfco ismKfa&s 20/zL© 

10mmol/L^U^>-Jtg^^ (pH1.5) & 2|I|j*|febTSaniU ^y^lS*li-*fe 
^•frfeo Z<DV>( (50-1.85/zg/mL) ©^^t^V^TfrW «■ 

^^bTGD3fc^^^^Jrt^KM871^ffi^T#e>nfe"fe>-9-— ^A*2SU5I 

S29EI^16.7//g/niLCD#a^© i fe>-9-— ^A£^bfco -fe>^— ^7Ad> 

tb«fci\ ^Hjj&^cd^ C^^>^;i/ (RU) 3 ©^^^tb^t-^^ii^cfct) 

^ ©^Hs ^2912 t w bfc«fc3fc\ ^ ^ JjWkKM3034:fc «fc t>*HV0LV6/CHO#« % 
ffi^JB^RJS&^U &V>T% HV0LV3-1/CHO, HV0LV4-1/CH0, HV0LV2-l/CHO#^ 
V^I^K/fo^bfco — #n HV0LV3-2/CH0 N HV0LV2-2/CH0 s HV0LV4-2&, fgVMSS 
-&KJ!fc£^U HVOLVO/CHO^s g*f£^^M^§^bfeo £ ;h, & ©JlfcSKBu # 
2 © 7 . fcfB«©YB2/0|fflJ§SS3fe©^GF-84'fDCDR^TO#:^fflV^^il — 
gtbTV^feo 

##^J3cD7^{C^V^TFGF-8fcMT^lSV^^^^^^^nfe4^©^^tFGF-8 

*fnCDR^*tJn;#:HV0HV0LV6/CHO. HV0LV3-1/GH0. HV0LV4-1/CH0. HV0LV2-1/CH0© 

FGF-8^|nfStt©M$###iJ2©5Ji^IB«CD^^^oTs ffofeo ffii&Mmt 

bTs ###"Jl©3Ig (1) T^^nfcCH0/DG44*S*©^GF-84'Sl^^^^ 
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KM3034£s m&ttmt^T, W001/64754lcfB«©t V***-* >CCM£iMT2>* 
* ^^#:KM2760^V^fco ^©$£m£fg30l2£^bfco H30|Il£^bfc £ o (C N 
HV0LV6/CH0fciu :3M^#KM3034fcl^©FGF-8*fntS&£^U &^X; 
HV0LV3-l/CH0^VAFGF-8*lntStt^^bfeo HV0LV4-l/CH0fc)^ HV0LV3-l/CH0£it 
^T^{SV>FGF-84*fn*S&£^U HV0LV2-l/CH0©**n^#gfc{£frofc o 

fritz o 

4 <fc t> ^Jlte^fSV^irbFGF-S+SlCDE^tt^cDftM ( 2 ) 

1. VLCDTS. y^lB^JCDHiSth 

LV.4-3T-fcfcs 14#@©Thi\ 15#gCDPro, 51#g©Leiu 92#@©Tyr©4£§*£ 
^n^tb^e7^JrL^KM1334^me)tl^)T^ y^BS-efe^Ser, Leu, VaU Phefc 

LV.3-3T'^ 14#@©Thi\ 15#@©Pro, 51#@©Leu©3^ft£ ^ti^ti/^ 
^tf&*KM1334fc:B&tLST^^KaS^feSSerx Leu s Valfc&^bfco 
LV. 4-3© 7- ^ y ^IH^iJ ^lB^J#-#50 {3 S LV. 3-3© 7 ^ J ^IB^J &B58I*^51 £ 

2. VL^n— K^-§DNA©^^ 

#%0|J 4 © 1 . T'iSSt bfe^GF-S^^CDR^ffi^C^aVLOT ^ ^ itlB?U£ 
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n— K-r£DNA&£TF© <fc5 tltiHbfc« 

(1) LV.4-3£:u — K-rSDNA6D«tS5 

###13© 2. (5) fcfB«©^rSt:^V\ a^bfeo fc£U r^*^ K 
P KM1334LV2-2CDftfc> t) 3 CD 2 . ( 3 ) T*# £ tlfe ^ * ^ KpKM1334LV2- 

:7°^;*^ b*pM1334LV6©fU)t)fc#%#iJ3©2. ( 6 ) T-f#£ tt^^°^ 
KpKM1334LV3-2£ffll>fco ^©^IHs LV.4-3S3- FTaDHAfc^frr^* $ 
KpKM1334LV4-3£»fco 

(2) LV.3-3*3— K-rSDNA©«t^ 

##^J 4 © 2 . ( 1 ) T?» £> ttfe 7"^ X 5 KpKM1334LV4-3(D3/zg^l0#^©$iJ 
(KBPJRBanffll (^M^±M) ^l>*10#i&©$iJ^^SpeI^^^^37 o CTl^^RJ5& 
£H*fco Mt§7^D-^^;H^ifcT^iU $j3.23kb©BamHI-SpeI 
®rtt-£$J2.5//g|I]iKbfco 

2 © 1 . ( 3 ) TMSkftfeT^;* 5. KpKM1334LV0©3/zg%10#te 

%.mWL %Ttfu—X f^mMMM £ T #H U *bo . 13kb©Bj#I-SpeI®Ttf- 
0.15^gHliRbfeo 

±fBT*^e>nfer^X ^ h*pM1334LV4-3S^©BaiHI-SEeI»r^*0-l^g^^^^ 
* h*pKM1334LV0fi^©Ba#I-MI®f>^0.1/zg^^ai0//l©MM7Kt:JD^. N 9>f <F 

m^m^x^.mmm5am^m.mmv, 03nat:^bfeLv.3-3*n— k-tsdna 

£^£r:7^S. FpKM1334LV3-3£f#fco 

3. tnI6F-84>SlCDR^*tin;#:^^^^--©^ 

###0 2 © 2 . xn^fltcmm^ pKMTEX1334HV0LV6©VL£:=r- 
DNA*^trEcoRI-BsiWI»rM-*#%0!1 4 © 2 . TABS b fc#«VL£ =r - K 1~ &DNA& 
^tfEcoRI-BsiWI ffJtT'MmT?) £ £ fcitK #«VL&3— FT3DNA&* «tft 

pKANTEX1334HV0LV4-3s pKANTEX1334HV0LV3-3©2«3I %Mm b o 

4 . ^FGF-84 I I^GDR^ffit^;#:©CH0/DG44«S ^ mv^fe^^m 

#S^FGF-84'lDCDR^te^©CH0/DG44lfflJ^T©^^^^±fB#%#!l 1 © 2 . 
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(4) tclB*&©#&fcfi£V\ fr-pfco 

5 . ffc F6F-8 * m CDR ^«^<Z>mSS 

#%0iJ4©4. T.fi^ftfc^ffim FGF-8 CDR &miftfe*mmT% 
CH0/DG44 mmm&<DMmmWfc<Dt&m%LV:±mfrt><Dtfi FGF-8 CDR ^fltirt 
&©)l*M£-tfE#%#) 1 © 3 . (1) £IB»CD:£?£fc:fi£V^ frofco 
pKANTEXl 334HV OL V4-3 SiAlfcllfettfi^OM^ HV0LV4-3/CHO s 
PKANTEX1334HV0LV3-3 ^iAbfeMfeitfi^©SiftS HV0LV3-3/CHO £%,<t 

tttCo 

6. mm^ tern fgf-8 *pm cdr ^iiin;#:©i?#T 

###14© 5 . T^ftfe^&atn; FGF-8 "^ftl CDR ^MirC^© SDS-PAGE £±f3 
#%#J1©4. fc:IB«CD^fc:^V\ ffofco ^(Dffim, ^rn©jn;#fciEbv> 

7 . ^FGF-8+|PCDR^ttirL#:cDFGF-8t^-r^^^tt©?|iJ^ 

3 © 5 . "eft £> ^fetrCFGF-Stt'^nCDR^^tirC^HVOLVe/CHO *5 <fc ^HV0LV3- 
1/CHO^ ##^J 4 © 5 . £ nfe^FGF-8*laCDR^teJn;#:HV0LV4-3/CH04o it>* 
HVOLVS-S/CHOOFGF-Sfc^f-r^^rS^^^^JSCDT. £fa«4©#&£^lV $J 
^bfeo l^te^i: UTs #%#] 1 CD 3 . ( 1 ) T-f#e>tifcCH0/DG44«fe*CD 
iriFGF-S^ftJ^ ^irL#:KM3034§MV^fco 
^320^16. 7jug/mL(D&mW > fa(D J lz>y---<y^ A £^bfco -fe>"fr— 

Jt«U4s IS'&SIS^©*^ C^njS^^;v (ru) } ©lSi£ %:tb$t.irZ> 
s frofeo -^©^s &32g|fc:j3sbfc«fc'5tCs ^ ^»13034#g£)^l^1§r 
S^^U HV0LV4-3/CHOfci\ HV0LV3-1/CHOJ; D < s HV0LV6/CH0i:|s]^©i^ 
^•SJ^^^bfeo HV0LV3-3/CHO©^SJiS»s HV0LV3-lcfc D &f£frofc 0 JBLt© 
*SJR«fctK JB^EJfcOflSSfcHb'tttx 2#g©afc&«fcDtK 14#i^ 15#gCD& 
«o^DttlWS]ti<i:i:N £fcs 92#@©QJc^i±, ^©HJ^fc^T-fe 

8 . ^FGF-8^^CDR^ffitn;ft:©FGF-8fc:^f-r^*lnrStt©SiJ^ 

3 © 5 . e> ntzmw-8*mcdmmftmvow6/cm & x otvolv3- 
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1/CH0. 4 CD 5 . T'fi £ nfeirGFGF-84«lnCDE#^in;#:HV0LV4-3/CH0*5 £ U 

HV0LV3-3/CH0©FGF-8>4 1 lnrS14cDfFfffi^##^l2£D5 . fcgB^CD^&fc^T. ff 
o fzo m&ttm t Its 10 3. ( 1 ) T-# £ ftfcCHO/DG^iffflfl&E&^CDifi; 

FGF-8i£*n^57^#:KM3034£s l^t£*fMi:bTs W001/64754£fS^© t b 

>CCR4£^t-3^^#:m760£/3^fco ^©^Jjl£i§33|2Ifc:^ bfco l£33 
miZTTsLfr&ote, HV0LV6/CH0*5<fc^HV0LV3-l/CH0(i N 7^KM3034h^ 
cDFGF-8*fnrStt^^bfeo — HV0LV4-3/CHO*5cfct>*HVOLV3-3/CH0{i. HO^CD* 
SltS^^^U ^©rStt(i^^^m^KM3034}c:lt^-ri/2®J^-t:feofec HV0LV3- 
l/CHOhHVOm-S/CHOcD^fnMtt&s BIAcoreT-©^^©^^^ffiP-fr-rs 2# 

BcDT^smmMtimg, lsm-^T^^mnrnt, m-sizMt^^^t 

*ffim<&$:7F bfeCHO/DG44^J^fi5i5©GDR^^^HV0LV6/CHO§KM8034h^^ U 

KM8034^^^f ?>CH0/DG44mft*CD^K^«^ P — >fc|e]$Hc: 
KM8034h^bfe o KM8034i:^©iSV^^r^^^bfcGH0/DG44WS 
*CDCDR#fittrL#:HV0LV4-3/CH0^KM8035^^bs KM8035£^2g3air & 

CH0/DG44«S^©ffm^iaJ3» i fe|Bl^fcKM8035^^ bfco KM8035cDVLCD^ 
^y^ffi^JLV.4-3^1B^J#^38t^b^o B«^$l*ffl8»KM8035i«^14 

305-8566 B*ill!l^ < OTHC-Ta 1-1 #5*£fg 6 ) fcFEBM BP-8082^ b 
TWI6£*Vtl^o *fcs KM8034i:N^cr>^V>FGF-8^fn«S*^bfeCH0/DG44|Ba 
J^a*©CDE^*t^HV0LV3-l/CH0>feKM8036i:^bs KM8036£^B3|-r3 

cEomummm^mmmmmm^'b mm^msoze b^ Q imsomovkdt 

^y^lB^JLV.3-l§iH^J#-^39fc^bfeo ft:fc\ ^Wtem»^KM8036tt^l4 
^6H20B^(tT"3ftefriE^Aj^ll^«^W^m #fF^*fE^>^- (=r 
305-8566 S*iWo < fcfrfOpi-T @ 1 - 1 f 6 ) £FERM BP-8083 h b 

^FGF-84>*nCDR^*ftfrKM8034&s ^^^;f*KM3034i:|BI^CDlgV^^Hjit^^5 

J;OTGF-8^nrSte^^bs fro N tYte&tt&ftmmV£tis**^tji<fc& } 0<big,T 

TZZtfrb, b^Wtm^&MftZtlZo lniFGF-8^fnCDR^ 
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«Sni#KM8036j3<fcVKM8035T?ttx KM8034£ifc^T. «g-&Mt4^3 «fc tFFCT-8it»«imt£ 

ifi^isrr r % "smfef* # m> & ^ aveti ^ ^ * tfamm^ s^ts vis^fr© 

T^J mnmi$Wkm& «fc 154BS i: * * £ £ 6 N KM8034£ D * £ & £ &^Mt£ 

I^^J#^13-m334©VH©i§l|i©fc#>©:7' , ^ -f 
E^J#-^14-KM1334CDVH©tii|iI©fc^©^^ -f 
lB^J#-^15-KM1334cDVLCDiiipSCDfe^©7*^ >f x'— 
E^J#-?-16-KM1334©VH©iiil@©fe45©7 0 ^ W 

ia^!J#^-17- CsfcfcS'y^'f >a^*f«bfc t K (23~46#g 

lB^J#^18-aSth^nfc^GF-84«fnCDR^^<*:©VH©T^ y^BB^is HV.O 
IB^J#^19-tSth^nfc^GF-8*fnCDR^ffitrC#:©VL07' 3; y KffiEU LV.O 
lB^J#^20-|gth^tbfemFGF-8^CDR^^#:©VH©T^ JWEffl^ HV.6 
lB^J#^21-|Sth^tlfe^GF-84 I lnCDR#te^©VL(D7'^ y^lS^J. LV.6 
lB^J#-^22 -HV . 0 £ =i — . h* -T & DNA 

I2?!]#^23-HV.0£:3 — H1~£DNA©«^©fc&©©-&J$DNA 
ia^JS-^-24 -HV . DNA©1i^© <£>© ©-n EfcDNA 

IE#j#-^25 - — K-TS DNA©}#^© #>© ©-&/3&DNA 

IB?U#^f 26 -HV . 0 £ 3 — K "T £ DNA©li^© fc#)© ©-n^DNA 
lB^J#-^-27-HV.6^n— h*-T£DNA 

IB#l#-*3 28 -HV.6£=i — h'-r§ DNA©^^© fe &£> © ©-£-J$DNA 

15^1^29 -HV . 6 £ — K "T % DNA©^© fc & © ©^DNA 
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13^J#-^-30 -HV . 6 £ 3 — h* T 3 DNACD^^CD tz #>© <D-n$Mk 
IB8I#^31 - HV . 6 * n — K T 3 WhCDWtWkQ) fz&>(D (D^f&Mk 
lB^J#-^32-LV.0&3— h-f^DNA 
I3?l]#-^33 - LV . 0 * 3 — K t* & DNAcD^^© fe 46© 
IB#I#¥34 -LV.O^^i — h'-T-S DNA<D^^© lsb(D(D-a^Mk 
IB#I#^35-LV.0£:3 — Ki-&DNA©^^©fc#>©©'£E£DNA 
lE?!J#-^36 - LV . 0 * 3 — b* "f & DNA©1#^GD #>© ©-^DNA 
iB5!l#-^37-LV.6*n— F-T&DNA 

lB^J#-^38 -LV DNAO^^O #>CD©-£j$DNA 

R8I*539 -LV . 6 * ^ — h* t* & DNA©$tJ^<£> ®-£j$DNA 
IB^-JH^O -LV.6^n — h*-ra DNACDfllSI© #> <£> (D&f&Wk 
1B^J#^-41 -LV.6*n— KfS DNA©^^© fe #>© ®-£j$DNA 
lB^J#^42-igth^tlfe^FGF-8*fnCDR^teini#:©VL©T^ yMBBk LV.4-1 
'lB#J#-^43-l£if-£ tlfeirLFGF-84>fnCDR^ffitri^©VLO^ ^ MBBk LV.4-2 
ia^JS^44-|gth^tlfe^GF-8^fnCDR^^#:©VL©T^ y^BB^J> LV.3-1 
ia^J#^45-igtf^^fc^GF-84«^CDR^^^©VL©T^ y^ia^iJs LV.3-2 

mmm^-m^^titzWGf-s^m(^mum^(DVL<DT^ swmpu Lv.2-1 

lB^J#^47-|Sif^tlfe^GF-8*#nCDR^*tin;#:©VL©r ^ SWiWfrU LV.2-2 
13#l#-^48 - LV. 3-1*3— KfS DNAO^^O fetf)©©^^— 
IB#l#-^49 -LV.2-2* K"TSDNA©«3i©fc«)©(Z)7'5'r ~^— 
lB^J#^50-iSth^tlfemFGF-84»SlCDR^^#:©VL©T^ ^^13^ LV.4-3 
lB^JS^51-|Sti-^nfcmFGF-8^SlCDR#^m^©VL©T^ y^lB^ls LV.3-3 
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3. ^y^n-t;«^ ;W F— •v&m&'rzm^ fc hfbinrfk &<fc 

4. ;W F— TftSs ^W^l) K— ^KM1334 (FERM BP-5451) T*$)§iltI3 
I3ffi©g3iSo 

5. t Mbtfrfctfs t hM^^tfifl^fcfcfct (CDR) ^ffi 

m^T* & a ttJ&s 3 mmcDmMo 

6. fc M^7Wv FGF-8fcWJ*«jfc:iS£-U FGF-BOSteftBMTr*^ 
^D— ^-;i/tft#©tft#:fi^qI^*S (VH) fcitftfcflt^mSEWtt (VL) s 

vet hjftfla©t^«j^#«« (gh) &&z*ffi*mm&%!ffi& (cl) 

7. t hM^^A^ WT© (a) ~ (c) (D^IFMMO t hM^^ ^Jnrffc 
1! & S filt*JM 6 sBls© ISIiio 

( c ) vH#ia#j#-f 5 x-^na t s. swmmt^fr, &^vi&w&m^ 6 -em 

8. fc ^H«s^flcKM3034 (FEBM BP-7836) ^4It^tM 

9. t hMCDR^Jrfrfc^ FaF-8fcW»«Jfc*S^U FGF-8©^tt^P1^1-^>^ 

10. t hSJCDR^*tafi##N FGP-8fcWS«Jfc«£-U FGF-8©*Stt&ffl»*r*^ 
y ^ D— ^-;i/Jn;#:©VH*5 J;"^VL©CDRx t h#Cl*©VH:fe cfctfVL©? Ay— 

j$ (FR) s &£>tf£t h^#:©CHi5«k^CL^e)^^t hMCDR^MtrL^fe^^ 
I19f3«©E^o 
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11. tbMCDmmjLi&&s WT® (a) ~ (c) ©V>1* *ifr©b hMCDR^ffi 

(a) VHOCDRls CDR2^ctt>*GDR3*s^tl^niB^J#-^ 7, 8 &&Tf 9 T-^£ft& 

(b) VL©CDR1. CDR2^3cfct>*CDR3^ ^tt^HlB^J#-^10. H:j3<fctfl2T?^<**l 
& 7> 5. y Mfflffl Z&tS b h ^CDR^*ttrL#: 

(c) VHCDCDRls CDR2^cfc^CDR3>bs^tl^nE^JS-^7 N 8 :fe<fctf 9 T'^tlZ 
75>iU04^»N ^oVLCDCDRls CDR2:fccfcmJDR3#s ^ti^niB^J#-^10s 

1143 ct m2t^^ti5 t ^ y hebi s«r t h mwmmtm 

12. b h^CDR^ifitt^ WT© (a) ~ (c) ®^r*ifr©b hMCDRgMt 
tSfrTffeaWSSB 9 *fei±10f3*©g^o 

(a) VH3bSiB^J#-^18"t?^nS7'^>'KB39!J© , 5"fes 12#B©Lys s 13#B© 
Lyss 40#@©Ala^ 41#@©PrcK 48#@©Met, 68#B©VaU 70#@©Ile, 74 
#B©Thi\ 76#B©Thi\ 82#@©Glu, . 84#B©Sei\ 87#B©Arg:fc«fctf95#@ 

£ tlfe T ^ J £<a tf b h MCDR^ffijfifr 

(b) VLdSiB^lI^l^^^^^^^^^iB^loa^N 2#@©Ile, 3#B© 
VaK 14#B©Thr s 15#B©Pro, 50#B©Gln, 51#B©Leu:fc<fcr>*92#g©Tyr 

tzT^J MWM £ *a if b h mCBB&fetnfc 

(c) VH^i3^J#-#18T-?N^n^)^5.^^iB^J©at>s 12#@©Lys. 13#B© 
Lyss 40#B©Ala^ 41#B©Pn\ 48#@©Met, 68#@©Val s 70#B©Ile^ 74 
#B©Thrs 76#B©Thi\ 82#@©GlUs 84#B©Ser\ 87#g©Arg:& <fct>*95#B 

s 2#@©Ile, 3#i©VaU 14#@©Thi\ 15#B©Pro s 50#B©Glik 51#B 
©Leu*J:tf92»B©Tyr3b»&»KtiSiI>ai< fc* 1^±07^W»WI© 

13. b hMCDR^»vffc#. &TF© (a) ~ (c) ©l>-f*i;£p©b bMCDR^ffl 

ififfc-cfcsairafcB 9 t fc»ioi3^©is^o 
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(b) VL#1B?>J#^19. 21, 42. 43. 44. 45, 46. 47. 50^fe(i51T*^^^^>T 

(c) vH^iE^j#-^-i8^fe»20T*^^n^T^ ymmm&^fr, froVL#IE3nj# 

^19, 21. 42. 43. 44. 45. 46. 47. 50£fc»51-e^£*i&TS. y ^IB#JIB?I] £ 
^tft bMCDR#*IJrC#: 

14. t b^CDR^Iftiru^. WT© (a) ~ (.c) (D^-TtlfiiXDt hmCdmM 
Jn/fcT* 3 sf5t<^13f3«©g^o 

(a) VH*si3^J#-§-18T^^ti^>7' ^ y ^IB^J^^s froVL^IBSW^lT^ 

(b) VHibWU#^18T-^£ft3T^^Bim^> ^oVL^i5^J#^-44T^ 

(c) VH^lB^J#-^18T^^n?>7 > ^y^iB^l : &^. froVL#PB?!J#-*f50T-^ 

15. M hmCDmUtfifotiK WT© (a) - (c) <D^?M(Dt hMCDR^flt 
ifrffcT" ^It^JR 9 g; fc&10|SiB©|glilo 

(a) ?f£K!jfc$lffcKM8037 (FERM BP-8084) ^01"^ t h ^CDR^fiiiru^ 

(b) ff2gfe$l-ffcKM8035 (FERM BP-8082) t h^CDR^fiinrffc 

(c) ^K^m#:KM8036 (FERM BP-8083) #4tjg1-&t: h mvmWftm 

16. *TL#:»fH-^ Fab. Fab 5 . F(ab' )2. l*m$i<* (scFv) . 2M^bqJ^I 
^6 (V«4S) BPrJt (diabody) . Y&fefcVWmft (dsFv) ;fc<fct>* 

17. FGF-8t^M^^^1-^ta#§^^^ bT^*-T^lli5^©^iT^o 

18. FGF-8fc^Jll$£*£lirt-&ifi#^ #U * P-^l/trC^feii^^ * n— ^~ 

^^#m^1-^a5f<^i7fB«©^iT^o 

19. ^P — ^;vjn$s:£ s . A^^'J K— Sin/ft:, t Mbiftffc, & 

20. ;W>"J K-^#, K— VKM1334 (FERM BP-5451) T'&^Sf^ll 
19|B*&©#®tI£o 

21. t MbJftfWs fc ^Inift^fcfcfct h MCDR^^^T* £ If 1 9 
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22. t hm** ^ffltifi, m-s^mm^^-r^^ ? u-i-?\stm.<DW33 

21IB«cd#»t^o 

23. fch^^£vffc#s ttT© (a) ~ (c) ©l>-fft:fr©t: bM^M ^trt 

(b) VL#I3?!J#-# G-CtfZMT % JmWM^tSM bgi^M^ifcffc 

(c) VH^iB^J#^5T^^tt^T5:y^iB^J*^s froVL#IB?!I#-^ 6 "C^ 

24. t vm.** ^tmmmmmwmQu mm bp-7836) #£m-r& tM 

25. t bMCDR^ffi£vffc#\ FGF-8CWIIWCIS^'-r« ; E^^D— ^tftfl«Z>VH 
^3«ttmcDCDR*&trfc:t. hirG#:©CH*5 t tt>*CL^^tfb hMCDRS«trC^T-fe^s* 
^JB21fBig©^if^o 

26. fc bMCDR^ffitfitttfs FGF-8^it$M^t^-r^)^y ^ D— ^;i/tfifl«Z>VH 
*5<fc^VL6DCDRs b hJfL#:©VH*5J:t>*VL©FR, &£t>*£fc b^fcOCH^thTLfrS, 
«:5th MCDR5£teifc#-e fc & »^^25l 3*B ©tilo 

27. t b^CDR^#rtfc#. OT© (a) ~ (c) ©^-fftfr©t h^CDR#^fi 
ifi&T- & § IS^25 £ &26f3tg©i£$rlilo 

(a) VHOCDRlx CDR243<t'O t CDR3^^tt^nBB?!JS-^7 N 8%>&Xf9X»7r^tl& 

(b) VL©CDRls CDR243ckt>*CDR3A^ ^fi^tiffl&m^lO, 11% &m2T<7skg tl 

%tx; wmm t b modems 

(c) VHGDCDRls CDR2j3«t^CDR3AS^tl^tllB^J#-^7s 8 25cfcT>* 9 t'^^tl^ 
7^^iS?iJ§t^ ^oVL©CDRU CDR2:fc c fc£>*CDR3#, ^tl^tlW&m^lO, 
11* «fctfl2Tf^^nST^ y«m?B*«rt b ISCDR^fitJn/ffc 

28. t hiCDB^tetftf*:^ £TF© (a) ~ (c) ®^W©t h^CDR^ffi 
tni#:-e$>?>at^25^fci*26l3^©^if^o 

(a) VH^ia^l#-^18T*^^tl§T^y^iB^l©o^s 12#@©Lys, 13#@© 
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Lys, 40#g©Ala, 41#g<DPro, 48#gCDMet, 68#g©Val, 70#g<ZMle, 74 
#g©Thr, 76#g<DThr, 82#g©Glu, 84#g©Ser, 87#g<DArg;fecfcU f 95#g 
©Tyrfr£ilfcf*i&4>£:< fc* 1 o^±©7^ 

(b) VL* s iB^M-^19T^^tL?>7'^y^lB^J©a*>s 2#g©Ile, 3#g© 
Val, 14#g©Thr, 15#g©Pro, 50#g©Gln, 51#g©Leu:fcckt/92#g<£>Tyr 

tern; mmn^ts t h mcde^s^ 

(c) VH>b s iB^J#-^18-e^^tb^^^y^iB^J©•5t>^ 12#g©Lys, 13#g© 
Lys, 40#g©Ala, 41#g©Pro, 48#g©Met, 68#g©Val, 70#g©Ile, 74 
#g©Thr, 76#g©Thr, 82#g<£>Glu, 84#g<DSer, 87# g ©Arg^3 ct t^95# g 

, 2#gGDIle, 3#g©Val, 14#g©Thr, 15#g©Pro, 50#g©Gln, 51#g 

t^j m&mzmmz titers; mmm^ts t h MCDR^tefcvfr 

29. b hSCDR^fittni^s WTO (a) ~ (c) (D^TtltMDt bMCDmffi. 

(a) VHASi2^l#^-18*fei±20T^^tL^)T^y^iB^J^tft hMCD»RMrtffc 

(b) VL#I3#j#^19, 21, 42, 43. 44, 45, 46, 47, 50£fcfck51;e^<**l£T 

(c) VH^iE^J#-^-18Sfei±20-e^^ti^)T^y^iB^J^^.s froVL#IB?!J# 
■*fl9, 21, 42, 43, 44, 45, 46, 47, 50$Lfe&5lX^ti% T ^ J WGmWMIt 

30. \iYMm&Wmktts l>AT<D (a) ~ (c) m^-ftiifKDlz bMCdmU 
tnrffr-C & £ m ^Iit29i3lK©^f? Mo 

(a) vH*sfB^j##i8^^^tt^T^^m@a^i^^s i^^vitm^mmi^ 

(b) VH/bsia^J#-^18T-^^tb^T^y^iH^J^^, froVL#IB#J*-*§-44-??^ 
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31. fc hSCDRi&telnitaPs WT© (a) ~ (c) <wrft*>©fc bMCDR#*I 
JrC^T* & & £ fcfc26fB*6©l£»T lo 

(a) J£HlSi&#KM8037 (FERM BP-8084) £ t b^CDR^*t*rb# 

(b) ^K^#^KM8035 (FERM BP-8082) ifigMTZ fc b MCDR^fltinrffc 

(c) J&SS*Eg|#KM8036 (FERM BP-8083) ijs^-rst h^CDR^ffiinlft 

32. #Sf*:»rtf-#s Fabs Fab\ F(ab') 2 . l^MSirtffc (scFv) ^ 2«*flsV«« 
BffJt (diabody) s 5>>Ul/:7-f l*g«fefcV««Wtf- (dsFv) %>&mm*<£its^7 

33. FGF-8t^^^3^1-^^a#:^fflV^T^*©FGF-8^^m^J:^J ? /^fe 

35. '^Ey^n— ^VtrG^s b*— Sintfk t. Mbtntfk & 

36. K— v*s s ;W7'J K— VKM1334 (FERM BP-5451) T-feaM^Ji 
35f3tt©*lJ£3r$So 

37. t Mbtjvffc#s t bS*** ^ft^fc&fc bSCDR^tttfcfla?*>*tt#^35 

38. t bM^^#tf£#\ FGF-Sfc^SWfc^-ra^^^D-^trb^VH* 

39. t bM^^$vffc#s £TF© (a) ~ (c) ©^-ftifrOt ^Jni 

( a ) VH#1B?!J#-^ 5 T ^ y KiB^J S^tr t b p< ^ inrffc 

(b) VL*«iB5lI#-«f 6^^tl*T^yKBB^!IS^tft. bM^^ijvfc 

(c) wmmm-^5T^£ti%>7$.;mmm*^fr, fr-oumffltte-cw 

40. t. 7t^^Jt<BlfeiWM3034 (FERM BP-7836) tM 
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41. t vmm&wsjmft, ms^m^^r^^y # u-f)vm&<DW 

££tm©CDR&£>ZK:t: htrC^CH*5<t^CL^^tft h^CDR^it^<fcT-&&li 

42. t hSICDB^ffitnift:;^ FGF-8£#^lft ££g-£rT ttJ V D-^l/Jn/frOVH 
h^CDR^Mtn;^T-^)^tt^41I3«g©*iJ^^o 

43. t: ymmi&mmtt, £tf© (a) ~ (c) (D^-ftifrvtvMCdmm 

tru-ffcT" & £ ft ;£Jg41 £ fe &42IB*4©¥!l^?£o 

(a) VHCDCDR1. CDR2i3 cfct>*CDR3^^tl^niS^J#-^7s 8 43 J;^ 9 T^£*l,& 

(b) VL<DCDRls CDR243ctt>*CDR3^ ^tl^tllB^J^Kk 11& ££>*12-?:^£*l 
3 7* 5. y ^K^J £^tf t h ^CDR#*ttruft: 

(c) VHCDCDR1. CDR243J;t^CDR3^^tl^niB^JS-^7. 8 &ct.l>* 9 

7*^ y^lS^l^^s froVLOCDRK CDR243J;t>*CDR3^ -^tl^tLlB^JS^f l(k 
H*3cfcm2T-^^tlST5. y^lB^J^-^tf t hMCDR^ifrfc 

44. t hmCVmW.ift&&, (a) ~ (c) (WTtlfrcDfc YMCdmW. 
*rt#:T* & £ fflt;£II41 I; «42f3«0)^J^^o 

(a) w&mFm^isx-TFgtizT smmnvo i2#g©Lys, i3#g© 

Lys, 40#g<E>Aku 41#g©Pr<x 48#g©Met, 68#g<DVal, 70#g©Ile N 74 
#@CDThi\ 76#gcDThi\ 82#g®Glu, 84#g©Sei\ 87#g<E>Arg:}3 £tF95#g 
©Tyrfrfe?i$;£*i3'J>& < £ %> 1 oJU±©T ^ y^lS^ft©7 ^ yi^Sfcti 

(b) VL*$ia^l#-^19-e^^tlS7*^^^ilB^J©^*>s 2#g©Ile. 3#g© 
VaK 14#g©Thr\ 15#g©Pro, 50#gcDGln s 51#l©Leu43 £t>*92#g©Tyr 

(c) VH*siB^J#^18T"^$ti^7*^y^ia^l©o-fes 12#g©Lys. 13#g<D 

Lyss 40#g©Ala s 41#g©Prc\ 48#gCDMet, 68#g©VaK 70S SO He. 74 

#gCDThr s 76#g©Thi\ 82#g©Glu. 84#gCDSei\ 87# i ©Arg£ J; Z>*95# g 
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©Tyrfr £ M&tlZ < £ & 1 o&LtCDT' ^ J iiS^©7 ^ ^aSfcggl 
£;ft,fcT^^IE?!j£^s froVL#IB^J#^19T*^£ft37*^ ;wm\\<Do*> 
s 2#gCDIle N 3#g(DVal N 14#acDThi\ 15#S©Pro, 50#B©Gln N 51#g 

45. t h^CDR^=fttn;#^s WT© (a) ~ (c) (ZHMT*ifr©fc hMCDR#fit 

3 » #®41 £ &42I ZM&mfettko 

(a) VH*siB^I#^18^fe{±20T^^ti-l)T^y^iB^J^t?t: h MCDR^fltinrffc 

(b) VL#ffi#J#-ifl^ 21s 42s 43. 44. 45 s 46, 47. 50^fe{*51-??^^tl§T 
* J W^MWM £ "a tf t h MCDR^Ifi^ 

(c) VH^iB^J#^18^fe«20T^$^^>T^y^iS^J§^. froVL#IB#]# 
■^19. 21. 42. 43s 44s 45s 46 s 47s 50*fe{i51^^^tl?>T^ J im^mM* 

46. t hmcvmrnftik^ $xt<d (a) ~ (c) (D^-mt^o^vm^mm. 

(a) VH^iB^iJ#-?-18T^^ti^T^y^iB^J^^s froVL^IB^JS^lT"^ 

£ tx & t ^ ; ^ib?u &^tr t h mm&mm& 
£ ti & t 5. j mmn %^tf t b mcdr^«Ih^ 

47. t hMCDR^^^s UTF© (a) ~ (c) ©^-TtifrOfc hMCDR^fit 
inrffcT: £> ^>lf ^41 * {i42IBffi©^J^^^o 

(a) ^M^m^KM8037 (FERM BP-8084) h ^CDR^tfirffc 

(b) ff£5lIi£$l'f£KM8035 (FERM BP-8082) tt^Mt*^. hmCVmUifhifc 

(c) BW&Mtm8036 (FERM BP-8083) #£jg-f £t bMCDR^Sntffc 

48. tfifomfrtiK Fabs Fab's F(ab' ) 2 . l*mm (scFv) \ 2«fltfbV«tt 
Bf>t (diabody) . V'Tsfr? 4 Y&fefcVWm* (dsFv) *«ttfCDRS^tr^r 
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SEQUENCE LISTING 

<110> KYOWA HAKKO KOGYO CO., LTD 

<120> Therapeutic agent for arthritis 

<130> 1442 

<150> JP2001-400677 

<151> 2001-12-28 

<160> 51 

<170> Patentln version 3.1 

<210> 1 

<211> 420 

<212> DNA 

<213> Mus musculus 

<220> 

<223> Inventor: Tamura, Tadafumi; Uchii, Masako; Toshio, Suda 
Inventor: Ichiro, Miki; Akira, Tanaka 

<220> 

<221> source 

<222> (1)..(420) 

<223> /organism^Mus musculus" 

<220> 
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<221> CDS 

<222> (1)..(420) 
<220> 

<221> sig_peptide 

<222> (1). .(57) 

<400> 1 

atg gaa tgg ate tgg ate ttt etc ttc ttc etc tea gga act aca ggt 48 

Met Glu Trp He Trp He Phe Leu Phe Phe Leu Ser Gly Thr Thr Gly 
15 10 15 

gtc tac tec cag gtt cag ctg cag cag tct gga get gag gtg gcg agg 96 
Val Tyr Ser Gin Val Gin Leu Gin Gin Ser Gly Ala Glu Val Ala Arg 
20 25 30 

ccc ggg get tea gtg aaa ctg tec tgc aag get tct ggc tac ace ttc 144 
Pro Gly Ala Ser Val Lys Leu Ser Cys Lys Ala Ser Gly Tyr Thr Phe 
35 40 45 

act gac tac tat eta aac tgg gtg aag cag agg tct gga cag ggc ctt 192 
Thr Asp Tyr Tyr Leu Asn Trp Val Lys Gin Arg Ser Gly Gin Gly Leu 
50 55 60 

gag tgg att gga gag att gat cct gga agt gat agt ata tat tat aat 240 
Glu Trp He Gly Glu He Asp Pro Gly Ser Asp Ser He Tyr Tyr Asn 
65 70 75 80 

gaa aac ttg gag ggc agg gee aca ctg act gca gac aaa tec tec age 288 
Glu Asn Leu Glu Gly Arg Ala Thr Leu Thr Ala Asp Lys Ser Ser Ser 
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85 90 95 



aca gcc tac atg cag etc aac age ctg aca tct gag gac tct gca gtc 336 
Thr Ala Tyr Met Gin Leu Asn Ser Leu Thr Ser Glu Asp Ser Ala Val 
100 105 110 

tat ttc tgt gca aga tat ggg tat tct aga tac gac gta agg ttt gtc 384 
Tyr Phe Cys Ala Arg Tyr Gly Tyr Ser Arg Tyr Asp Val Arg Phe Val 
115 120 125 

tac tgg ggc caa ggg act ctg gtc act gtc tct aca 420 
Tyr Trp Gly Gin Gly Thr Leu Val Thr Val Ser Thr 
130 135 140. 



<210> 2 

<211> 140 

<212> PRT 

<213> Mus musculus 

<220> 

<221> SIGNAL 
<222> (1). . (19) 

<400> 2 

Met Glu Trp He Trp lie Phe Leu Phe Phe Leu Ser Gly Thr Thr Gly 
15 10 15 



Val Tyr Ser Gin Val Gin Leu Gin Gin Ser Gly Ala Glu Val Ala Arg 
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20 25 30 



Pro Gly Ala Ser Val Lys Leu Ser Cys Lys Ala Ser Gly Tyr Thr Phe 
35 40 45 



Thr Asp Tyr Tyr Leu Asn Trp Val Lys Gin Arg Ser Gly Gin Gly Leu 
50 55 60 



Glu Trp He Gly Glu He Asp Pro Gly Ser Asp Ser He Tyr Tyr Asn 
65 70 75 . 80 



Glu Asn Leu Glu Gly Arg Ala Thr Leu Thr Ala Asp Lys Ser Ser Ser 
85 90 95 



Thr Ala Tyr Met Gin Leu Asn Ser Leu Thr Ser Glu Asp Ser Ala Val 
100 105 110 



Tyr Phe Cys Ala Arg Tyr Gly Tyr Ser Arg Tyr Asp Val Arg Phe Val 
115 120 125 



Tyr Trp Gly Gin Gly Thr Leu Val Thr Val Ser Thr 
130 135 140 
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<210> 3 

<211> 393 
<212> DNA 
<213> Mus musculus 

<220> 

<221> source 

<222> (1)..(393) 

<223> /organisnF'Mus musculus" 

<220> 

<221> CDS 
<222> (1). .(393) 

<220> 

<221> signaljpeptide 
<222> (1). .(57) 

<400> 3 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct get 48 
Met Lys Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp He Pro Ala 
15 10 15 

tec agg agt gat gtt ttg atg acc caa act cca etc tec ctg cct gtc 96 
Ser Arg Ser Asp Val Leu Met Thr Gin Thr Pro Leu Ser Leu Pro Val 
20 25 30 

agt ctt gga gat caa gcc tec ate tct tgc aga tct agt cag agt ctt 144 
Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu 
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35 40 45 



gta cat agt aat gga aga acc tat tta gaa tgg tac ctg cag aaa cct 192 
Val His Ser Asn Gly Arg Thr Tyr Leu Glu Trp Tyr Leu Gin Lys Pro 
50 55 60 

ggc cag tea cca aag gtc ctg ate tac aaa gtt tec aac cga att tct 240 
Gly Gin Ser Pro Lys Val Leu He Tyr Lys Val Ser Asn Arg He Ser 
65 70 75 80 

ggg gtc cca gac agg ttc agt ggc agt gga tea ggg aca gat ttc aca 288 
Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr 
85 90 95 

etc aaa ate age aga gtg gag get gag gat ctg gga gtt tat ttc tgc 336 
Leu Lys He Ser Arg Val Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys 
100 105 110 

ttt cag ggt tea cat gtt ccg tac acg ttc gga ggg ggg acc aag ctg 384 
Phe Gin Gly Ser His Val Pro Tyr Thr Phe Gly Gly Gly Thr Lys Leu 
115 120 125 

gaa ata aaa 393 
Glu He Lys 
130 



<210> 4 
<211> 131 
<212> PRT 
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<213> Mus musculus 
<220> 

<221> SIGNAL 

<222> (1). . (19) 

<400> 4 

Met Lys Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp He Pro Ala 
15 10 15 

Ser Arg Ser Asp Val Leu Met Thr Gin Thr Pro Leu Ser Leu Pro Val 
20 25 30 

Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu 
35 40 45 

Val His Ser Asn Gly Arg Thr Tyr Leu Glu Trp Tyr Leu Gin Lys Pro 
50 55 60 

Gly Gin Ser Pro Lys Val Leu He Tyr Lys Val Ser Asri Arg lie Ser 
65 70 75 80 

Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr 
85 90 95 

Leu Lys He Ser Arg Val Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys 
100 105 110 



Phe Gin Gly Ser His Val Pro Tyr Thr Phe Gly Gly Gly Thr Lys Leu 
115 120 125 
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Glu lie Lys 
130 



<210> 5 

<211> 121 

<212> PRT 

<213> Mus musculus 

<400> 5 

Gin Val Gin Leu Gin Gin Ser Gly Ala Glu Val Ala Arg Pro Gly Ala 
15 10 15 

Ser Val Lys Leu Ser Cys Lys Ala Ser Gly Tyr Thr Phe Thr Asp Tyr 
20 25 30 

Tyr Leu Asn Trp Val Lys Gin Arg Ser Gly Gin Gly Leu Glu Trp He 
35 40 45 

Gly Glu lie Asp Pro Gly Ser Asp Ser He Tyr Tyr Asn Glu Asn Leu 
50 55 60 



Glu Gly Arg Ala Thr Leu Thr Ala Asp Lys Ser Ser Ser Thr Ala Tyr 
65 70 75 80 
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Met Gin Leu Asn Ser Leu Thr Ser Glu Asp Ser Ala Val Tyr Phe Cys 
85 90 95 



Ala Arg Tyr Gly Tyr Ser Arg Tyr Asp Val Arg Phe Val Tyr Trp Gly 
100 105 110 



Gin Gly Thr Leu Val Thr Val Ser Thr 
115 120 



<210> 6 

<211> 112 

<212> PRT 

<213> Mus musculus 

<400> 6 

Asp Val Leu Met Thr Gin Thr Pro Leu Ser Leu Pro Val Ser Leu Gly 
15 10 15 



Asp Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser 
20 25 30 



Asn Gly Arg Thr Tyr Leu Glu Trp Tyr Leu Gin Lys Pro Gly Gin Ser 
35 40 45 
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Pro Lys Val Leu lie Tyr Lys Val Ser Asn Arg He Ser Gly Val Pro 
50 55 60 



Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Lys He 
65 70 75 80 



Ser Arg Val Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys Phe Gin Gly 
85 90 95 



Ser His Val Pro Tyr Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys 
100 105 110 



<210> 7 

<211> 5 

<212> PRT 

<213> Mus musculus 

<400> 7 

Asp Tyr Tyr Leu Asn 

1 5 

<210> 8 

<211> 17 

<212> PRT 
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<213> Mus musculus 
<400> 8 

Glu He Asp Pro Gly Ser Asp Ser He Tyr Tyr Asn Glu Asn Leu Glu 
15 10 15 



Gly 



<210> 9 

<211> 12 

<212> PRT 

<213> Mus musculus 

<400> 9 

Tyr Gly Tyr Ser Arg Tyr Asp Val Arg Phe Val Tyr 
1 5 10 



<210> 10 

<211> 16 

<212> PRT 

<213> Mus musculus 

<400> 10 

Arg Ser Ser Gin Ser Leu Val His Ser Asn Gly Arg Thr Tyr Leu Glu 
1 5 .10 15 
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<210> 11 

<211> 7 

<212> PRT 

<213> Mus musculus 

<400> 11 

Lys Val Ser Asn Arg He Ser 

1 5 

<210> 12 

<211> 9 

<212> PRT 

<213> Mus musculus 

<400> 12 

Phe Gin Gly Ser His Val Pro Tyr Thr 

1 5 



<210> 13 

<211> 22 

<212> DNA 

<213> Artificial 

<220> 

<223> a primer for amplification of KM1334 VH 



<400> 13 

ctgaattcgc ggccgctagt cc 
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<210> 14 

<211> 39 

<212> DNA 

<213> Artificial 



<220> 

<223> a primer for amplification of KM1334 VH 
<400> 14 

atgggccctt ggtggaggct gtagagacag tgaccagag 



<210> 15 

<211> 22 

<212> DNA 

<213> Artificial 

<220> 

<223> a primer for amplification of KM1334 VL 

<400> 15 

ctgaattcgc ggccgctgct gt 



<210> 16 

<211> 28 

<212> DNA 

<21.3> Artificial 
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<220> 



<223> a primer for amplification of KM1334 VL 



<400> 16 



atcgtacgtt ttatttccag cttggtcc 



28 



<210> 17 

<211> 25 

<212> PRT 

<213> Artificial 

<220> 

<223> human FGF-8 peptide (amino acis residues 23-46) added an 
cystein residue at its C-terminus 

<400> 17 

Gin Val Thr Val Gin Ser Ser Pro Asn Phe Thr Gin His Val Arg Glu 
15 10 15 



Gin Ser Leu Val Thr Asp Gin Leu Cys 



20 



25 



<210> 18 



<211> 121 



<212> PRT 



<213> Artificial 
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<220> 

<223> HV.O, a designed amino acid sequence of VH of 
an anti-FGF-8 CDR-grafted neutralizing antibody 

<400> 18 

Gin Val Gin Leu Val Gin Ser Gly Ala Glu Val Lys Lys Pro Gly Ala 
15 10 15 



Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe Thr Asp Tyr 
20 25 30 



Tyr Leu Asn Trp Val Arg Gin Ala Pro Gly Gin Gly Leu Glu Trp Met 
35 . 40 45 



Gly Glu He Asp Pro Gly Ser Asp Ser He Tyr Tyr Asn Glu Asn Leu 
50 55 60 



Glu Gly Arg Val Thr He Thr Ala Asp Thr Ser Thr Ser Thr Ala Tyr 
65 70 75 80 



Met Glu Leu Ser Ser Leu Arg Ser Glu Asp Thr Ala Val Tyr Tyr Cys 
85 90 95 



Ala Arg Tyr Gly Tyr Ser Arg Tyr Asp Val Arg Phe Val Tyr Trp Gly 
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100 



105 



110 



Gin Gly Thr Leu Val Thr Val Ser Ser 



115 



120 



<210> 19 

<211> 112 

<212> PRT 

<213> Artificial 

<220> 

<223> LV.O, a designed amino acid sequence of VL of 
an anti-FGF-8 CDR-grafted neutralizing antibody 

<400> 19 

Asp He Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Thr Pro Gly 
15 10 15 



Glu Pro Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser 



Asn Gly Arg Thr Tyr Leu Glu Trp Tyr Leu Gin Lys Pro Gly Gin Ser 



20 



25 



30 



35 



40 



45 



Pro Gin Leu Leu He Tyr Lys Val Ser Asn Arg He Ser Gly Val Pro 
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50 55 60 



Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Lys lie 
65 70 75 80 



Ser Arg Val Glu Ala Glu Asp Val Gly Val Tyr Tyr Cys Phe Gin Gly 
85 90 95 



Ser His Val Pro Tyr Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 
100 105 110 



<210> 20 

<211> 121 

<212> PRT 

<213> Artificial 

<220> 

<223> HV.6, a designed amino acid sequence of VH of 
an anti-FGF-8 CDR-grafted neutralizing antibody 

<400> 20 

Gin Val Gin Leu Val Gin Ser Gly Ala Glu Val Ala Arg Pro Gly Ala 
1 5 10 15 



Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe Thr Asp Tyr 

17/47 



WO 03/057251 



'CT/JP02/13650 



20 25 30 



Tyr Leu Asn Trp Val Arg Gin Arg Ser Gly Gin Gly Leu Glu Trp He 
35 40 45 



Gly Glu He Asp Pro Gly Ser Asp Ser He Tyr Tyr Asn Glu Asn Leu 
50 55 60 



Glu Gly Arg Val Thr lie Thr Ala Asp Thr Ser Thr Ser Thr Ala Tyr 
65 70 75 80 



Met Glu Leu Ser Ser Leu Arg Ser Glu Asp Thr Ala Val Tyr Phe Cys 
85 90 95 



Ala Arg Tyr Gly Tyr Ser Arg Tyr Asp Val Arg Phe Val Tyr Trp Gly 
100 105 110 



Gin Gly Thr Leu Val Thr Val Ser Ser 
115 120 



<210> 21 
<211> 112 
<212> PRT 
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<213> Artificial 
<220> 

<223> LV.6, a designed amino acid sequence of VL of 
an anti-FGF-8 CDR-grafted neutralizing antibody 

<400> 21 

Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu Gly 
15 10 15 



Glu Pro Ala Ser He Ser Gys Arg Ser Ser Gin Ser Leu Val His Ser 
20 25 30 



Asn Gly Arg Thr Tyr Leu Glu Trp Tyr Leu Gin Lys Pro Gly Gin Ser 
35 40 45 



Pro Lys Val Leu He Tyr Lys Val Ser Asn Arg He Ser Gly Val Pro 
50 55 60 



Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Lys lie 
65 70 75 80 



Ser Arg Val Glu Ala Glu Asp Val Gly Val Tyr Phe Cys Phe Gin Gly 
85 90 95 
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Ser His Val Pro Tyr Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 
100 105 110 



<210> 22 . 

<211> 504 

<212> DNA 

<213> Artificial 

<220> 

<223> a DNA encoding HV.O 
<220> 

<221> CDS 

<222> (47).. (466) 

<220> 

<221> sigjpeptide 
<222> (47).. (103) 

<400> 22 

caggaaacag ctatgacgaa ttcgcggccg cacactgact ctaacc atg gaa tgg 55 

Met Glu Trp 

ate tgg ate ttt etc ttc ttc etc tea gga act aca ggt gtc tac tec 103 
He Trp lie Phe Leu Phe Phe Leu Ser Gly Thr Thr Gly Val Tyr Ser 
-15 -10 -5 -1 
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cag gtg cag ctg gtg cag tct ggg get gag gtg aag aag ccc ggg gec 151 
Gin Val Gin Leu Val Gin Ser Gly Ala Glu Val Lys Lys Pro Gly Ala 
15 10 15 

tea gtg aag gtc tec tgc aag get tct gga tac ace ttc act gac tac 199 
Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe Thr Asp Tyr 
20 25 30 

tat eta aac tgg gtg egg cag gec ccc gga caa ggg ctt gag tgg atg 247 
Tyr Leu Asn Trp Val Arg Gin Ala Pro Gly Gin Gly Leu Glu Trp Met 
35 40 45 

gga gag ate gat cct gga agt gat agt ata tat tat aat gaa aac ttg 295 
Gly Glu He Asp Pro Gly Ser Asp Ser He Tyr Tyr Asn Glu Asn Leu 
50 55 60 



gag ggc aga gtc acg att acc gcg gac aca tec acg age aca gee tac 343 
Glu Gly Arg Val Thr He Thr Ala Asp Thr Ser Thr Ser Thr Ala Tyr 
65 70 75 80 



atg gag ctg age age ctg aga tct gag gac acg gee gtg tat tac tgt 391 
Met Glu Leu Ser Ser Leu Arg Ser Glu Asp Thr Ala Val Tyr Tyr Cys 
85 90 95 



gcg aga tat ggg tat tct aga tac gac gta agg ttt gtc tac tgg ggc 439 
Ala Arg Tyr Gly Tyr Ser Arg Tyr Asp Val Arg Phe Val Tyr Trp Gly 
100 105 110 



cag gga acc ctg gtc acc gtc tec tea gcctccacca agggcccact 486 
Gin Gly Thr Leu Val Thr Val Ser Ser 
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115 



120 



agtcgtgact gggaaaac 



<210> 23 

<211> 141 

<212> DNA 

<213> Artificial 

<220> 

<223> a synthetic DNA for construction of a DNA encoding HV.O 
<400> 23 . 

caggaaacag ctatgacgaa ttcgcggccg cacactgact ctaaccatgg aatggatctg 60 
gatctttctc ttcttcctct caggaactac aggtgtctac tcccaggtgc agctggtgca 120 
gtctggggct gaggtgaaga a 141 



<210> 24 

<211> 141 

<212> DNA 

<213> Artificial 

<220> 

<223> a synthetic DNA for construction of a DNA encoding HV.O 



<400> 24 
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aggatcgatc tctcccatcc actcaagccc ttgtccgggg gcctgccgca cccagtttag 60 
atagtagtca gtgaaggtgt atccagaagc cttgcaggag accttcactg aggccccggg 120 
cttcttcacc tcagccccag a 141 



<210> 25 

<211> 141 

<212> DNA 

<213> Artificial 

<220> 

<223> a synthetic DNA for construction of a DNA encoding HV.O 
<400> 25 

ggatgggaga gatcgatcct ggaagtgata gtatatatta taatgaaaac ttggagggca 60 
gagtcacgat taccgcggac acatccacga gcacagccta catggagctg agcagcctga 120 
gatctgagga cacggccgtg t 141 



<210> 26 

<211> 141 

<212> DNA 

<213> Artificial 



<220> 
<223> 



a synthetic DNA for construction of a DNA encoding HV.O 
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<400> 26 

gttttcccag tcacgactag tgggcccttg gtggaggctg aggagacggt gaccagggtt 60 

ccctggcccc agtagacaaa ccttacgtcg tatctagaat acccatatct cgcacagtaa 120 

tacacggccg tgtcctcaga t 141 



<210> 27 

<211> 504 

<212> DNA 

<213> Artificial 

<220> 

<223> a DNA encoding HV.6 
<220> 

<221> CDS 

<222> (47).. (466) 

<220> 

<221> sig_peptide 

<222> (47).. (103) 

<400> 27 

caggaaacag ctatgacgaa ttcgcggccg cacactgact ctaacc atg gaa tgg 

Met Glu Trp 
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ate tgg ate ttt etc ttc ttc etc tea gga act aca ggt gtc tac tec 103 
He Trp He Phe Leu Phe Phe Leu Ser Gly Thr Thr 61y Val Tyr Ser 
-15 -10 -5 -1 

cag gtg cag ctg gtg cag tct ggg get gag gtg gcg agg ccc ggg gec 151 
Gin Val Gin Leu Val Gin Ser Gly Ala Glu Val Ala Arg Pro Gly Ala 
15 10 15 

tea gtg aag gtc tec tgc aag get tct gga tac acc ttc act gac tac 199 
Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe Thr Asp Tyr 
20 25 30 

tat eta aac tgg gtg egg cag agg tct gga caa ggg ctt gag tgg att 247 
Tyr Leu Asn Trp Val Arg Gin Arg Ser Gly Gin Gly Leu Glu Trp He 
35 40 45 

gga gag ate gat cct gga agt gat agt ata tat tat aat gaa aac ttg 295 
Gly Glu lie Asp Pro Gly Ser Asp Ser He Tyr Tyr Asn Glu Asn Leu 
50 55 60 

gag ggc aga gtc acg att acc gcg gac aca tec acg age aca gee tac 343 
Glu Gly Arg Val Thr He Thr Ala Asp Thr Ser Thr Ser Thr Ala Tyr 
65 70 75 80 

atg gag ctg age age ctg aga tct gag gac acg gee gtg tat ttc tgt 391 
Met Glu Leu Ser Ser Leu Arg Ser Glu Asp Thr Ala Val Tyr Phe Cys 
85 90 95 

gcg aga tat ggg tat tct aga tac gac gta agg ttt gtc tac tgg ggc 439 
Ala Arg Tyr Gly Tyr Ser Arg Tyr Asp Val Arg Phe Val Tyr Trp Gly 

25/47 



WO 03/057251 



CT/JP02/13650 



100 



105 



110 



cag gga acc ctg gtc acc gtc tec tea gcctccacca agggcccact 
Gin Gly Thr Leu Val Thr Val Ser Ser 



486 



115 



120 



agtcgtgact gggaaaac 



504 



<210> 28 

<211> 141 

<212> DNA 

<213> Artificial 

<220> 

<223> a synthetic DNA for construction of a DNA encoding HV.6 
<400> 28 

caggaaacag ctatgacgaa ttcgcggccg cacactgact ctaaccatgg aatggatctg 60 
gatctttctc ttcttcctct caggaactac aggtgtctac tcccaggtgc agctggtgca 120 
gtctggggct gaggtggcga g 141 



<210> 29 

<211> 141 

<212> DNA 

<213> Artificial 
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<220> 

<223> a synthetic DNA for construction of a DNA encoding HV.6 
<400> 29 

aggatcgatc tctccaatcc actcaagccc ttgtccagac ctctgccgca cccagtttag 60 
atagtagtca gtgaaggtgt atccagaagc cttgcaggag accttcactg aggccccggg 120 
cetcgccacc tcagccccag a 141 

<210> 30 

<211> 141 

<212> DNA 

<213> Artificial 

<220> 

<223> a synthetic DNA for construction of a DNA encoding HV.6 
<400> 30 

ggattggaga gatcgatcct ggaagtgata gtatatatta taatgaaaac ttggagggca 60 
gagtcacgat taccgcggac acatccacga gcacagccta catggagctg agcagcctga 120 
gatctgagga cacggccgtg t 141 

<210> 31 
<211> 141 
<212> DNA 
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<213> Artificial 
<220> 

<223> a synthetic DNA for construction of a DNA encoding HV.6 
<400> 31 

gttttcccag tcacgactag tgggcccttg gtggaggctg aggagacggt gaccagggtt 60 
ccctggcccc agtagacaaa ccttacgtcg tatctagaat acccatatct cgcacagaaa 120 
tacacggccg tgtcctcaga t 141 

<210> 32 

<211> 459 

<212> DNA 

<213> Artificial 

<220> 

<223> a DNA encoding LV.O 
<220> 

<221> CDS 

<222> (40).. (432) 

<220> 

<221> sig_peptide 
<222> (40).. (96) 



<400> 32 
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caggaaacag ctatgacgaa ttcaggttgc ctcctcaaa atg aag ttg cct gtt 54 

Met Lys Leu Pro Val 
-15 

agg ctg ttg gtg ctg atg ttc tgg att cct get tec agg agt gat ate 102 
Arg Leu Leu Val Leu Met Phe Trp He Pro Ala Ser Arg Ser Asp He ' 
-10 -5 -1 1 

gtg atg act cag tct cca etc tec ctg ccc gtc acc cct gga gag ccg 150 
Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Thr Pro Gly Glu Pro 
5 10 15 

gec tec ate tec tgc aga tct agt cag agt ctt gta cat agt aat gga 198 
Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser Asn Gly 
20 25 30 

aga acc tat tta gaa tgg tac ctg cag aag cca ggc cag tct cca cag 246 
Arg Thr Tyr Leu Glu Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro Gin 
35 40 45 50 

etc ctg ate tat aaa gtt tec aac cga att tct ggg gtc cca gac agg 294 
Leu Leu He Tyr Lys Val Ser Asn Arg He Ser Gly Val Pro Asp Arg 
55 60 65 

ttc agt ggc agt gga tec ggg aca gat ttc aca ctg aaa ate age agg 342 
Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Lys He Ser Arg 
70 75 80 



gtg gag get gag gac gtc ggg gtt tat tac tgc ttt cag ggt tea cat 390 
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Val Glu Ala Glu Asp Val Gly Val Tyr Tyr Cys Phe Gin Gly Ser His 
85 90 95 

gtt ccg tac acg ttc ggc caa ggg acc aag gtg gaa ate aaa 432 
Val Pro Tyr Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 
100 105 110 

cgtacgacta gtcgtgactg ggaaaac 459 



<210> 33 

<211> 130 

<212> DNA 

<213> Artificial 

<220> 

<223> a synthetic DNA for construction of a DNA encoding LV.O 
<400> 33 

caggaaacag ctatgacgaa ttcaggttgc ctcctcaaaa tgaagttgcc tgttaggctg 60 
ttggtgctga tgttctggat tcctgcttcc aggagtgata tegtgatgae tcagtctcca 120 
ctctccctgc 130 



<210> 34 

<211> 130 

<212> DNA 

<213> Artificial 
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<220> 

<223> a synthetic DNA for construction of a DNA encoding LV.O 
<400> 34 

agactggcct ggcttctgca ggtaccattc taaataggtt cttccattac tatgtacaag 60 
actctgacta gatctgcagg agatggaggc cggctctcca ggggtgacgg gcagggagag 120 
tggagactga 130 



<210> 35 

<211> 130 

<212> DNA 

<213> Artificial 

<220> 

<223> a synthetic DNA for construction of a DNA encoding LV.O 
<400> 35 

tgcagaagcc aggccagtct ccacagctcc tgatctataa agtttccaac cgaatttctg 60 
gggtcccaga caggttcagt ggcagtggat ccgggacaga tttcacactg aaaatcagca 120 
gggtggaggc 130 



<210> 36 
<211> 129 
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<212> DNA 

<213> Artificial 

<220> 

<223> a synthetic DNA for construction of a DNA encoding LV.O 

<400> 36 

gttttcccag tcacgactag tcgtacgttt gatttccacc ttggtccctt ggccgaacgt 60 
gtacggaaca tgtgaaccct gaaagcagta ataaaccccg acgtcctcag cctccaccct 120 
gctgatttt 129 

<210> 37 

<211> 459 

<212> DNA 

<213> Artificial 

<220> 

<223> a DNA encoding LV.6 
<220> 

<221> CDS 

<222> (40).. (432) 

<220> 

<221> sig_peptide 

<222> (40).. (96) 
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<400> 37 

caggaaacag ctatgacgaa ttcaggttgc ctcctcaaa atg aag ttg cct gtt 54 

Met Lys Leu Pro Val 
-15 



agg ctg ttg gtg ctg atg ttc tgg att cct get tec agg agt gat gtt 
Arg Leu Leu Val Leu Met Phe Trp He Pro Ala Ser Arg Ser Asp Val 
-10 -5 -1 1 



102 



gtg atg act cag tct cca etc tec ctg ccc gtc agt ctt gga gag ccg 
Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu Gly Glu Pro 
5 10 15 



150 



gec tec ate tec tgc aga tct agt cag agt ctt gta cat agt aat gga 198 
Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser Asn Gly 
20 25 30 

aga ace tat tta gaa tgg tac ctg cag aag cca ggc cag tct cca aag 246 
Arg Thr Tyr Leu Glu Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro Lys 
35 40 45 50 

gtc ctg ate tat aaa gtt tec aac cga att tct ggg gtc cca gac agg 294 
Val Leu He Tyr Lys Val Ser Asn Arg He Ser Gly Val Pro Asp Arg 
55 60 65 

ttc agt ggc agt gga tec ggg aca gat ttc aca ctg aaa ate age agg 342 
Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Lys He Ser Arg 
70 75 80 

gtg gag get gag gac gtc ggg gtt tat ttc tgc ttt cag ggt tea cat 390 
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Val Glu Ala Glu Asp Val Gly Val Tyr Phe Cys Phe Gin Gly Ser His 
85 90 95 

gtt ccg tac acg ttc ggc caa ggg acc aag gtg gaa ate aaa 432 
Val Pro Tyr Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 
120 125 130 

cgtacgacta gtcgtgactg ggaaaac 459 



<210> 38 

<211> 130 

<212> DNA 

<213> Artificial 

<220> 

<223> a synthetic DNA for construction of a DNA encoding LV.6 
<400> 38 

caggaaacag ctatgacgaa ttcaggttgc ctcctcaaaa tgaagttgcc tgttaggctg 60 
ttggtgctga tgttctggat tcctgcttcc aggagtgatg ttgtgatgac tcagtctcca 120 
ctctccctgc 130 



<210> 39 
<211> 130 
<212> DNA 
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<213> Artificial 
<220> 

<223> a synthetic DNA for construction of a DNA encoding LV.6 
<400> 39 

agactggcct ggcttctgca ggtaccattc taaataggtt cttccattac tatgtacaag 60 
actctgacta gatctgcagg agatggaggc cggctctcca agactgacgg gcagggagag 120 
tggagactga 130 

<210> 40 

<211> 130 

<212> DNA 

<213> Artificial 

<220> 

<223> a synthetic DNA for construction of a DNA encoding LV.6 



gggtcccaga caggttcagt ggcagtggat ccgggacaga tttcacactg aaaatcagca 120 



<400> 



40 



tgcagaagcc aggccagtct ccaaaggtcc tgatctataa agtttccaac cgaatttctg 



60 



gggtggaggc 



130 
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<210> 41 

<211> 129 

<212> DNA 

<213> Artificial 

<220> 

<223> a synthetic DNA for construction of a DNA encoding LV.6 
<400> 41 

gttttcccag tcacgactag tcgtacgttt gatttccacc ttggtccctt ggccgaacgt 60 
gtacggaaca tgtgaaccct gaaagcagaa ataaaccccg acgtcctcag cctccaccct 120 
gctgatttt 129 

<210> 42 

<211> 112 

<212> PRT 

<213> Artificial 

<220> 

<223> LV.4-1, a designed amino acid sequence of VL of 
an anti-FGF-8 CDR-grafted neutralizing antibody 

<400> 42 

Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Thr Pro Gly 
1 5 10 15 
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Glu Pro Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser 
20 25 30 



Asn Gly Arg Thr Tyr Leu Glu Trp Tyr Leu Gin Lys Pro Gly Gin Ser 
35 40 45 



Pro Lys Val Leu He Tyr Lys Val Ser Asn Arg He Ser Gly Val Pro 
50 55 60 



Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Lys He 
65 70 75 80 



Ser Arg Val Glu Ala Glu Asp Val Gly Val Tyr Phe Cys Phe Gin Gly 
85 90 95 



Ser His Val Pro Tyr Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 
100 105 110 



<210> 43 

<211> 112 

<212> PRT 

<213> Artificial Sequence 



<220> 
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<223> LV.4-2, a designed amino acid sequence of VL of 
an anti-FGF-8 CDR-grafted neutralizing antibody 

<400> 43 

Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu Gly 
15 10 15 



Glu Pro Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser 
20 25 30 



Asn Gly Arg Thr Tyr Leu Glu Trp Tyr Leu Gin Lys Pro Gly Gin Ser 
35 40 45 



Pro Gin Leu Leu He Tyr Lys Val Ser Asn Arg He Ser Gly Val Pro 
50 55 60 



Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Lys He 
65 70 75 80 



Ser Arg Val Glu Ala Glu Asp Val Gly Val Tyr Phe Cys Phe Gin Gly 
85 90 95 

Ser His Val Pro Tyr Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 
100 105 110 
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<210> 44 

<211> 112 

<212> PRT 

<213> Artificial 

<220> 

<223> LV.3-1, a designed amino acid sequence of VL of 
an anti-FGF-8 CDR-grafted neutralizing antibody 

<400> 44 

Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Thr Pro Gly 
15 10 15 



Glu Pro Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser 
20 25 30 



Asn Gly Arg Thr Tyr Leu Glu Trp Tyr Leu Gin Lys Pro Gly Gin Ser 
35 40 45 



Pro Gin Val Leu He Tyr Lys Val Ser Asn Arg He Ser Gly Val Pro 
50 55 . 60 



Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Lys He 
65 70 75 80 
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Ser Arg Val Glu Ala Glu Asp Val Gly Val Tyr Phe Cys Phe Gin Gly 
85 90 95 



Ser His Val Pro Tyr Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 
100 105 110 



<210> 45 

<211> 112 

<212> PRT 

<213> Artificial 

<220> 

<223> LV.3-2, a designed amino acid sequence of VL of 
an anti-FGF-8 CDR-grafted neutralizing antibody 

<400> 45 

Asp He Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu Gly 
15 10 15 



Glu Pro Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser 
20 25 30 



Asn Gly Arg Thr Tyr Leu Glu Trp Tyr Leu Gin Lys Pro Gly Gin Ser 
35 40 45 
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Pro Gin Leu Leu He Tyr Lys Val Ser Asn Arg He Ser Gly Val Pro 
50 55 60 



Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Lys lie 
65 70 75 80 



Ser Arg Val Glu Ala Glu Asp Val Gly Val Tyr Phe Cys Phe Gin Gly 
85 90 95 



Ser His Val Pro Tyr Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 
100 105 110 



<210> 46 

<211> 112 

<212> PRT 

<213> Artificial 

<220> 

<223> LV.2-1, a designed amino acid sequence of VL of 
an anti-FGF-8 CDR-grafted neutralizing antibody 

<400> 46 

Asp He Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Thr Pro Gly 
1 5 10 15 
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Glu Pro Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser 
20 25 30 

Asn Gly Arg Thr Tyr Leu Glu Trp Tyr Leu Gin Lys Pro Gly Gin Ser 
35 40 45 

Pro Gin Val Leu He Tyr Lys Val Ser Asn Arg He Ser Gly Val Pro 
50 55 60 

Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Lys He 
65 70 75 80 

Ser Arg Val Glu Ala Glu Asp Val Gly Val Tyr Phe Cys Phe Gin Gly 
85 90 95 



Ser His Val Pro Tyr Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 
100 105 110 



<210> 47 

<211> 112 

<212> PRT 

<213> Artificial 
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<220> 

<223> LV.2-2, a designed amino acid sequence of VL of 
an anti-FGF-8 CDR-grafted neutralizing antibody 

<400> 47 

Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Thr Pro Gly 
1 5 10 15 

Glu Pro Ala Ser He Ser Gys Arg Ser Ser Gin Ser Leu Val His Ser 
20 25 30 



Asn Gly Arg Thr Tyr Leu Glu Trp Tyr Leu Gin Lys Pro Gly Gin Ser 
35 40 45 



Pro Gin Leu Leu He Tyr Lys Val Ser Asn Arg He Ser Gly Val Pro 
50 55 60 



Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Lys lie 
65 70 75 80 . 



Ser Arg Val Glu Ala Glu Asp Val Gly Val Tyr Phe Cys Phe Gin Gly 
85 90 95 
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Ser His Val Pro Tyr Thr Phe Gly Gin Gly Thr Lys 'Val Glu He Lys 



100 



105 



110 



<210> 48 

<211> 39 

<212> DNA 

<213> Artificial 

<220> 

<223> a primer for construction of DNA encoding LV.3-1 

<400> 48 

atggtacctg cagaagccag gccagtctcc acaggtcct 39 

<210> 49 

<211> 39 

<212> DNA 

<213> Artificial 

<220> 

<223> a primer for construction of DNA encoding LV.2-2 



<400> 



49 



atggtacctg cagaagccag gccagtctcc acagctcct 



39 



<210> 50 
<211> 112 
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<212> PRT 
<213> Artificial 

<220> 

<223> LV.4-3, a designed amino acid sequence of VL of 
an anti-FGF-8 CDR-grafted neutralizing antibody 

<400> 50 

Asp He Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu Gly 
1 5 10 15 

Glu Pro Ala Ser lie Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser 
20 25 30 

Asn Gly Arg Thr Tyr Leu Glu Trp Tyr Leu Gin Lys Pro Gly Gin Ser 
35 40 45 

Pro Gin Val Leu He Tyr Lys Val Ser Asn Arg He Ser Gly Val Pro 
50 55 60 

Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Lys He 
65 70 75 80 



Ser Arg Val Glu Ala Glu Asp Val Gly Val Tyr Phe Cys Phe Gin Gly 
85 90 95 
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Ser His Val Pro Tyr Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 
100 105 110 



<210> 51 

<211> 112 

<212> PRT 

<213> Artificial 

<220> 

<223> LV.3-3, a designed amino acid sequence of VL of 
an anti-FGF-8 CDR-grafted neutralizing antibody 

<400> 51 

Asp He Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu Gly 
15 10 15 



Glu Pro Ala Ser lie Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser 
20 25 30 



Asn Gly Arg Thr Tyr Leu Glu Trp Tyr Leu Gin Lys Pro Gly Gin Ser 
35 40 45 . 



Pro Gin Val Leu He Tyr Lys Val Ser Asn Arg He Ser Gly Val Pro 
50 55 60 
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Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Lys He 
65 70 75 80 



Ser Arg Val Glu Ala Glu Asp Val Gly Val Tyr Tyr Cys Phe Gin Gly 
85 90 95 



Ser His Val Pro Tyr Thr Phe Gly Gin Gly Thr Lys Val Glu He Lys 
100 105 110 
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